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APPEAL BRIEF UNDER 37 C.F.R. S 1.192 

Appellant appeals to the Board of Patent Appeals and Interferences (the "Board") from 
the Examiner's rejection of claims 8-29. A notice to this effect was filed pursuant to 37 C.F.R. § 
1.191(a) on January 13, 2006 and received by the Patent Office on January 23, 2006. 

Filed herewith is a Petition under 37 C.F.R. § 1. 136 for a five (5) month extension of 
time, from March 23, 2006, up to and including August 23, 2006, to file this Appeal Brief (the 
"Brief). This Appeal Brief is therefore timely filed on August 21, 2006. Pursuant to 37 C.F.R. 
§ 1 .192(a), this Brief is being filed in triplicate. 

Also enclosed is a credit card payment form to cover the $2160.00 fee under 37 C.F.R. § 
1.17 (a)(5) for the Petition and the $500.00 fee under 37 C.F.R. § 41.20(b)(2) for the Appeal 
Brief. Please charge any additional fees (or credit any overpayment), to our Deposit Account 
03-1721. 

Real Parties in Interest 

As a result of assignments by the inventors in parent application U.S. Serial No. 

09/430,508 (filed October 29, 1999), the real parties in interest in this application are the 

President and Fellows of Harvard College ("Harvard") and the Board of Trustees of Leland S. 

Stanford Junior University ("Stanford"). The assignments to Harvard and Stanford were 

recorded in the Patent and Trademark Office on March 20, 2000 at Reel 010691, Frames 0402 
08/23/2006 SFELEKE1 00000010 09834424 

01FC-.1402 500.00 OP _^ 

U.S. S.N: 09/834,424 Reference No.: 2003028-0048 (Ariad 33 ID USD1) 



and 0291, respectively. 



Related Appeals and Interferences 

Appellant has filed an Appeal Brief for co-pending application U.S. Serial No. 
09/430,508 that addresses some issues that overlap with the issues presented here. No other 
appeals or interferences are known to the Appellant, the Appellant's legal representative, or the 
Appellant's assignee that will directly affect or be directly affected by the Board's decision in 
this appeal. Similarly, no such appeals or interferences are known that may have a bearing on 
the Board's decision in this appeal. 

Status of Claims 

The application was filed with claims 1-7. Claims 1-7 were canceled in an Amendment 
filed April 1, 2003; claims 8-29 were added. Claims 8 and 18 were amended in an Amendment 
filed April 22, 2005. Claims 8-29 were finally rejected in an Office Action mailed July 15, 2005. 
The rejection of claims 8-29 is hereby appealed. A listing of pending claims 8-29 is provided as 
Attachment I. 

Status of Amendments 

There are no outstanding amendments to the claims. 

Summary of Invention 

Dimerization (or generally oligomerization) of proteins is a biological control mechanism 
that contributes to the activation of cell surface receptors, transcription factors, vesicle fusion 
proteins and other classes of intra- and extracellular proteins. The present invention is directed 
to methods that regulate the dimerization of such endogenous proteins using non-peptidic 
"dimerizing" agents. Pending claims 8-29 relate to methods for preparing these "dimerizers". 
One such method involves preparing a dimerizer which includes a first non-peptidic moiety that 
binds to one of the protein mediators covalently linked with a second non-peptidic moiety that 
binds to the other protein mediator. The resulting dimerizer binds to both protein mediators. 
Claim 8 is drawn to embodiments in which the protein mediators are cell-surface receptors. 
Claim 19 is drawn to embodiments in which the protein mediators are different and the first and 
second moieties of the dimerizer are different. Claims 9-18 and 20-29 depend from claim 8 
and/or claim 19. 
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Issues 

The issues on appeal are: 

(1) Are claims 8-29 invalid for lack of written description? 

(2) Are claims 8-27 anticipated by Wold? 

(3) Are claims 8-29 anticipated by Ji? 

Grouping of Claims 

The claims stand or fall together for issue numbered (1) above, as indicated below: 

(1) Claims 8, 9, 12, 19, 20, 21, 28 and 29 stand or fall together. 

(2) Claim 10 stands or falls alone. 

(3) Claim 1 1 stands or falls alone. 

(4) Claim 13 stands or falls alone. 

(5) Claim 14 stands or falls alone. 

(6) Claim 1 5 stands or falls alone. 

(7) Claim 16 stands or falls alone. 

(8) Claim 17 stands or falls alone. 

(9) Claim 18 stands or falls alone. 

( 1 0) Claims 22-24 stand or fall together. 

(11) Claims 25-26 stand or fall together. 

(12) Claim 27 stands or falls alone. 

The claims stand or fall together for issue numbered (2) above, as indicated below: 

( 1 ) Claims 8- 1 6 and 1 8-27 stand or fall together. 

(2) Claim 1 7 stands or falls alone. 

The claims stand or fall together for issue numbered (3) above, as indicated below: 

(1) Claims 8-16 and 18-27 stand or fall together. 

(2) Claim 17 stands or falls alone. 

(3) Claims 28-29 stand or fall together. 
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Argument 



The Pending Claims are not Invalid for Lack of Written Description 

The pending claims stand rejected for lack of written description. In particular, the 
Examiner states that the disclosure in the specification does not reasonably convey to one skilled 
in the art that the inventors had possession of the claimed invention at the time the application 
was filed. This rejection is respectfully traversed; reconsideration and withdrawal is requested. 

The written description requirement imposes a duty on patent applicants to notify the 
public of the scope and content of their inventions. The requirement is satisfied if one skilled in 
the art would reasonably conclude that the inventors were in possession of the claimed invention 
at the time the patent application was filed. Vas-Cath, Inc. v. Mahurkar, 935 F.2d 1555 (Fed. 
Cir. 1991). See also Guidelines for Examination of Patent Applications under the 35 U.S. C. § 
1 124 U "Written Description" Requirement, 66 Fed. Reg. 4, 1099 (2001). A determination of 
whether the written description requirement is satisfied requires reading the disclosure in light of 
the knowledge possessed by those skilled in the art at the time that the application was filed. In 
re Alton, 76 F.3d 1 1 68 (Fed. Cir. 1 996). 

This application claims methods for preparing certain non-peptidic "dimerizing" agents 
that effect biological events mediated by the association of protein mediators. The "dimerizing" 
agents bind and thereby cause the protein mediators to associate. 

As a preliminary matter, Appellant has previously noted that, as set forth in the disclosure 
(see for example page 9, lines 6-8), it was well established in the art at the time the application 
was filed that the relevant biological events necessarily occur whenever the appropriate proteins 
are associated. Only imprecise association is required. Appellant has therefore argued that a 
description of binding is by necessity also a description of effecting. 

To support this argument, Appellant previously submitted a reference by Spaargaren et 
al demonstrating (in 1991, see Exhibit A) that a variety of different bivalent antibodies to the 
EGF receptor all successfully activated the receptor. The different antibodies recognized 
different epitopes on the receptor and therefore presumably bound in different ways from one 
another, as well as from its natural ligand. However, any binding that accomplished 
oligomerization also achieved activation. Previously cited references by Watowich et al. (see 
page 9, lines 8-12, Exhibit B) and Fuh et al. (see page 9, lines 12-15, Exhibit C) similarly 
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demonstrated (in 1992) activation of EPO receptors and GH receptors, respectively, through 
association achieved by engineered disulfide bonds or bivalent antibodies. In each of these 
references, association, regardless of how achieved, effected a biological event. As further 
evidence that this correlation was recognized in the art, Appellant also provided a 1994 article by 
Austin et al. (see Exhibit D) that states (in the context of the present invention): 

"It is easy to imagine the mixing and matching of different protein-binding surfaces using 
synthetic organic chemistry, to create new dimerizers with tailor made properties. Since 
protein dimerizers simply create a high local concentration of a particular protein at a 
particular cellular location, their actions will not require the geometric precision 
associated with allosteric agents" (see page 136, emphasis added). 

Thus, Appellant respectfully submits that association of protein mediators triggers their 
activation and therefore, for the purposes of the present written description question, a 
description of binding is necessarily a description of effecting in the context of the present 
claims. 

In the most recent Office Action mailed July 1 5, 2005, the Examiner disputes this 
argument (see paragraph spanning pages 4-5). Specifically, the Examiner argues that the 
references only "disclose [...] activation for particular instances" and that this is insufficient to 
show that "all binding 'is necessarily a description of effecting*." Appellant respectfully submits 
that the references provide a far stronger correlation between binding and effecting than the 
Examiner suggests. Indeed, the references demonstrate that a range of different receptors (e.g., 
EGF receptors, EPO receptors, GH receptors, etc.) can be successfully activated by simple 
association and that this activation is independent of the nature of the association (e.g., it works 
with bivalent antibodies, covalent cross-linking via disulfide bridges, etc.). Appellant 
respectfully submits that this strong correlation between binding and effecting must have a 
significant impact on the amount and nature of the description necessary to satisfy the written 
description requirement. 

The Examiner also challenges Appellant's reliance on the aforementioned quote from 
Austin arguing that Austin does not state that "all and any agents that bind to a receptor, 
necessarily trigger a biological effect" (see page 4 of Office Action mailed July 15, 2005). The 
Examiner then implies that Austin did not recognize the correlation but merely "speculates that 
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one can create dimerizers with 'tailor made properties' that 'simply create a high local 
concentration of a particular protein at a particular cellular location"' (see top of page 5 of Office 
Action mailed July 15, 2005). Appellant respectfully submits that when viewed in their full 
context, the quoted statements in Austin are far more powerful than the Examiner suggests. 
Indeed, the whole premise of the Austin reference is that by targeting proteins that are activated 
by "dimerization," the inventive "dimerizing" agents need only create a high local concentration 
of a particular protein at a particular cellular location in order to trigger a biological event (e.g., 
see page 131 of Exhibit D). As explained in the clause that directly follows the section quoted 
by the Examiner, this is in stark contrast with the more stringent requirements of "allosteric" 
agents that trigger biological events by inducing allosteric (i.e., conformational) changes in the 
structures of a protein mediator ("[s]ince protein dimerizers simply create a high local concentration of 
a particular protein at a particular cellular location, their actions will not require the geometric precision 
associated with allosteric agents"). Appellant respectfully submits that Austin clearly supports the 
position that, for the purposes of the present invention, a description of binding is by necessity 
also a description of effecting. 

Given that binding and effecting are simultaneously described in the present case, 
Appellant has urged that the written description standard articulated explicitly for antibodies is 
equally applicable here. That is, in Noelle v. Lederman, 355 F.3d 1343 (Fed. Cir. 2004), the 
Federal Circuit held that "as long as an applicant has disclosed a 'fully characterized antigen,' 
either by its structure, formula, chemical name, or physical properties, or by depositing the 
protein in a public depository, the applicant can claim an antibody by its binding affinity to that 
described antigen" {emphasis added). Id. at 1349. Thus, when the antigen is fully defined, the 
antibody is also described. Echoing the USPTO Written Description guidelines, the court listed 
three factors to support this conclusion, namely "the well defined structural characteristics for the 
five classes of antibody, the functional characteristics of antibody binding, and the fact that the 
antibody technology is well developed and mature." Id. In Noelle, the patent applicant 
ultimately failed to satisfy the written description requirement because he had failed to isolate 
and thereby characterize the antigen. Id. 

In the present case, there is no dispute that the target is fully defined (e.g., see the 
description of representative protein mediators on pages 7-1 1 and references cited therein). 
Appellant further submits that consideration of the three Noelle factors reveals the strong 
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parallels between the present situation and the antibody case addressed in Noelle. 

With respect to the first factor, it is correct that antibodies, as a class of molecules, have 
well defined structural characteristics and structural similarities. However, these characteristics 
and similarities are irrelevant to their binding capabilities. In fact, the portion of an antibody that 
is responsible for its binding attributes is referred to as the variable portion precisely because its 
amino acid sequence differs from that of other antibodies. It is not possible in advance to 
determine which variable region sequences will allow an antibody to bind to a particular antigen. 
The relevant structural characteristics of antibodies are therefore no more well defined than those 
of the claimed oligomerizing agents. In this context, the Examiner stated in the most recent 
Office Action that the written description requirement is not satisfied in this case because "the 
skilled artisan cannot envision the chemical structure of the encompassed genus of agents which 
will bind to two cell surface receptors in a manner which results in an effect on a biological event 
mediated by the association of said receptors, and therefore conception is not achieved until 
reduction to practice has occurred, regardless of the complexity or simplicity of the method of 
isolation or identification" (see bottom of page 5 of Office Action mailed July 15, 2005). 
Appellant respectfully submits that this argument cannot be reconciled with the holding in 
Noelle. Indeed, for the aforementioned reasons, a skilled artisan could not have "envisioned the 
chemical structure of a genus of antibodies" without making them and yet the court in Noelle 
would have been willing to allow claims to that very genus. It is therefore apparent that 
reduction to practice and precise chemical structures are not necessarily required in order to 
satisfy the written description requirement. 

With respect to the second factor, the relevant "functional characteristics" in Noelle were 
the ability of the antibodies to bind to a known antigen. In this case, the "dimerizing" agents are 
non-peptidic agents that bind to a known target. The parallel is clear and inescapable. 

With respect to the third factor, the Noelle court's reference to antibody technology as 
"well developed and mature" must rest on the conclusion that those of ordinary skill in the art 
could be confident in advance that, given a well characterized antigen, they would be able to 
identify and produce antibodies that bind to it. The same holds true in the present case. 
Technologies for identifying non-peptidic agents that bind to a given target were well established 
at the time the present application was filed. A variety of such agents were already known and 
available (see, for example, page 14 of the specification). As discussed in the 1994 review 
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article by Gordon et al. (see Exhibit E, especially pages 1390-1392), combinatorial libraries of 
agents were being developed (see also Bunin et al., Exhibit F and DeWitt et al., Exhibit G that 
are cited by Gordon et al.). A whole host of binding assays for screening these diverse agents 
were also known (see, for example, pages 15-19 of the specification). In fact, high-throughput 
screening systems for identification of binding agents were being used at the time the present 
application was filed. Appellant has previously submitted a review by Burch et al. (see Exhibit 
H) that discusses the state of high-throughput screening methods in 1991. The 1994 review 
article by Gordon et al. is also relevant (see Exhibit E, especially pages 1393-1397). Thus, at the 
time the present application was filed, the starting materials and technology for identifying 
oligomerizing agents that bind to a known, defined target, were both established. Furthermore, 
Appellant respectfully submits that a person skilled in the art would recognize in advance that for 
any given protein mediator many suitable oligomerizing agents will exist. Thus, as with 
antibodies, the universe of suitable oligomerizing agents that one has to choose from is large and 
there are in effect multiple correct answers to the same question. The practitioner need only 
identify one of these answers. This is in stark contrast to inventions involving a single gene, 
protein or allosteric agent where the search is for a unique entity with a unique structure. In 
those cases there is only a single correct answer. 

The Examiner has so far resisted application of the Noelle standard in this case, stating 
that "while methods of isolation may be known in the art, the existence of such methods of 
potentially isolating agents which meet the functional limitations of the claims is not sufficient to 
show that applicants had possession of the invention, i.e., invented what is now being claimed" 
(see page 6 of Office Action mailed July 15, 2005). Appellant respectfully submits that the 
Examiner has failed to address the fact that in Noelle the court explicitly held that possession of 
the invention can be based on the existence of such methods. 

The Examiner may well be resisting application of the Noelle standard on the ground that 
the technology for making oligomerizing agents was arguably not as mature as the technology 
for making antibody binding agents. If so, Appellant would respectfully submit that the proper 
question is not whether the present specification describes a process that will necessarily make 
every oligomerizing agent encompassed by the claims, but rather whether a person of ordinary 
skill in the art, reading the specification, would understand that the inventors were "in possession 
of the claimed invention. That is, would a person of ordinary skill in the art have understood 
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that the claimed invention could successfully be practiced, based on the specification? To this 
question, the answer is clearly "yes." 

Indeed, Appellant notes that the specification includes references to a variety of binding 
agents (e.g., benzodiazepines, prostaglandins, beta-turn mimetics, alpha- and beta-blockers, etc. 
on page 14, lines 7-1 1 of the specification) that were available at the time the application was 
filed, and that were known to bind protein mediators of biological events. Collections of 
synthetic compounds and combinatorial libraries of compounds were also available (see page 19, 
lines 1-2 and Exhibits E-G). The specification also defines the characteristics and methods that 
could be used to test these and other agents for desirable binding ability (see, for example, pages 
15-19). Thus, a huge number of useful agents were already known and available in the art; 
others could readily be identified as they came available. An oligomerizing agent for a protein 
mediator of interest could therefore be prepared by selecting a known binding agent or by 
screening available agents for binding against the protein mediator. No further guidance is 
required to describe possession of the invention. 

In this context, the Examiner in parent application U.S. Serial No. 09/430,508 has 
characterized the process for preparing oligomerizing agents as a method of "identifying" as 
contrasted with the process for preparing antibodies which he characterized as a method of 
"making" ("identifying something is not the same as making something"). Should the Examiner 
in this case make a similar argument, Appellant would respectfully submit that this 
characterization is misleading. Indeed, while the process for preparing an oligomerizing agent 
might in some situations require a step of screening agents for binding to the protein mediator of 
interest, this is no different than the process for preparing antibodies. Indeed, the final step in 
any antibody preparation process involves screening hybridomas to identify those that produce 
antibodies against the antigen of interest. Thus, the mere fact that a screening or "identification" 
step might be involved in the present invention does not distinguish it from the situation in 
Noelle. 

Finally, Appellant has previously provided objective evidence that those of ordinary skill 
in the art, presented with teachings of the type found in the present specification, immediately 
recognize their generality and breadth, even when only limited exemplification is provided. 
Specifically, Appellant has cited references by Qureshi and Tian, published after the filing of the 
present case, that report examples of oligomerizing agents of the type whose use is encompassed 
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by the present claims. Qureshi provides a single example of an oligomerizing agent that 
dimerized the EPO receptor and concluded that "most cytokine receptors can be ligated together 
in an active conformation by a nonpeptidyl molecule" (see Exhibit I, last sentence, page 12161); 
Tian tested a single oligomerizing agent that dimerized the G-CSF receptor and concluded that 
"a small molecule can trigger the activation of a large (-120 kD) receptor protein that requires 
dimerization for activation" (see Exhibit J, last sentence, page 259). In each case, a single 
example justified broad conclusions because those of ordinary skill in the art immediately 
understood it would work, that Qureshi and Tian were "in possession of broad discoveries. 

Of further note, both Qureshi and Tian identified their binding agents by screening 
libraries of known compounds using a high-throughput assay for each receptor (see page 12158 
of Qureshi and page 257 of Tian). Qureshi screened known antagonists of the EPO receptor and 
then linked eight copies of a preferred antagonist together to form an oligomerizing agent. Tian 
screened libraries of small molecules directly for oligomerizing agents. While both agents were 
identified after the present application was filed, the routine methods used reinforce the fact that 
the identification of binding agents is no more burdensome than the preparation of antibodies. 
This was recognized in a 1999 article by Clemons commenting that Tian's work suggested "the 
synthetic attainability of a wide range of receptor dimerizers" and conclusively showed that 
synthetic nonpeptidyl ligands can mimic the effects of polypeptide growth factors (see Exhibit K, 
especially page 1 14). 

The Examiner has repeatedly rejected Appellant's arguments with regard to Qureshi and 
Tian on the ground that the particular agents used by Qureshi and Tian were not described in the 
specification and therefore cannot be relied upon as evidence that the present specification 
teaches a sufficient number of representative examples. Appellant does not rely on Qureshi and 
Tian as evidence that the present specification teaches a sufficient number of representative 
examples. Appellant refers to the specification and knowledge in the prior art to make that point. 
Rather, Appellant relies on Qureshi and Tian to provide objective evidence that only a small 
number of specific examples (only one!) is required to describe the present invention to those of 
ordinary skill in the art. The present specification contains abundant description, and fully 
satisfies the written description requirement. 

Independent claims 8 and 19 and dependent claims 9, 12, 20, 21 and 29 stand or fall 
together based on the aforementioned arguments. The following claims stand and fall separately 
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from these and other claims for the following reasons. 

Claim 10 specifies that biological event is mediated by the association of cell-surface 
receptors for a growth factor, cytokine, or hormone. The universe of receptors whose 
oligomerization is achieved in the methods of claim 10, is smaller than that of claim 8, so that the 
level of description in the specification required would be reduced as compared with claim 8. 
Thus, even if claim 8 were not fully supported by the specification, claim 10 would be. 

Claim 1 1 is even more specific than claim 10, naming particular receptors. Even if 
claims 8 and 10 were not supported, claim 1 1 would be. 

Claim 18 lists a different set of receptors and is also separately patentable. 

Claim 13 specifies that the oligomerizing agent binds to a cytoplasmic portion of the 
receptor; claim 14 specifies that it binds to an extracellular portion. The focus on a binding 
portion may simplify the identification of oligomerizing agents whose use falls within the scope 
of the claims. Thus, even if claim 1 were found not enabled, claims 13-14 would be. 
Furthermore, agents that bind to extracellular portions of a receptor could activate signal 
transduction without crossing the cell membrane, whereas agents that bind to cytoplasmic 
portions need to be cell permeant. Thus, claims 13 and 14 have separate bases for patentability. 

Claim 15 recites methods in which the oligomerizing agent has a particularly high 
affinity for the receptor. The specification provides appropriate guidance for identifying and 
using that set of oligomerizing agents; claim 15 is separately patentable from the other claims. 

Claim 16 recites methods in which the oligomerizing agent includes non-peptidic 
moieties that have a molecular weight less than 5 kD. The universe of non-peptidic moieties that 
have a molecular weight less than 5 kD is smaller than that encompassed by claim 8, so that the 
level of description required would be reduced as compared with claim 8. Thus, even if claim 8 
were not fully supported by the specification, claim 16 would be. 

Claim 17 recites methods in which the oligomerizing agent is membrane permeant. The 
specification provides appropriate guidance for identifying and using that set of oligomerizing 
agents; claim 17 is separately patentable from the other claims. 

Claims 22-24 are limited to methods in which the biological event is transcriptional 
regulation driven by the association of a protein containing a DNA-binding domain and a protein 
containing a transcriptional regulatory domain. The universe of proteins whose oligomerization 
is achieved in the methods of claims 22-24, is different than that of claim 8 and smaller than that 
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of claim 19, so that the level of description in the specification required would be different or 
reduced as compared with claims 8 and 19, respectively. Thus, even if claims 8 and 19 were not 
fully supported by the specification, claims 22-24 would be. 

Claims 25-26 are limited to methods in which the biological event is translocation of a 
selected protein to a predetermined cellular component driven by the association of the selected 
protein and a constituent of the predetermined cellular component. The universe of proteins 
whose oligomerization is achieved in the methods of claims 25-26, is different than that of claim 
8 and smaller than that of claim 19, so that the level of description in the specification required 
would be different or reduced as compared with claims 8 and 19, respectively. Thus, even if 
claims 8 and 19 were not fully supported by the specification, claims 25-26 would be. 

Claim 27 is limited to methods in which the biological event is destruction of a selected 
protein driven by the association of the selected protein and a constituent of the proteasome. The 
universe of proteins whose oligomerization is achieved in the method of claim 27, is different 
than that of claim 8 and smaller than that of claim 19, so that the level of description in the 
specification required would be different or reduced as compared with claims 8 and 19, 
respectively. Thus, even if claims 8 and 19 were not fully supported by the specification, claim 
27 would be. 

Claims 8-27 are not Anticipated by Wold 

Claims 8-27 were rejected under 35 U.S.C. § 102(b) as being anticipated by Wold, 
Methods Enzymology 1 1 :6 17-640, 1966 ("Wold"). Applicant respectfully submits that Wold 
does not anticipate the pending claims because it fails to teach each and every element of the 
claimed methods. MPEP § 2131. 

Claims 8-18 recite methods that involve an agent that binds to two or more endogenous 
cell surface receptor molecules. Claims 19-27 recite methods that involve an agent that binds to 
two or more endogenous protein mediators. Appellant has previously argued that a skilled 
person in the art readily understands that the claim term "binds" is used in the art to refer to non- 
covalent associations (e.g., between an antibody and antigen or a receptor and a ligand). 
Appellant also noted that the explicit teachings of the application (e.g., see discussion of binding 
affinities on page 11, lines 13-18; discussion of exemplary receptor binding moieties on page 13, 
lines 19-25; discussion of affinity assays for identifying receptor binding moieties on pages 14- 
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19; etc.) conform with this interpretation and reinforce that, as used in the context of this 
application, the term "binds" refers to non-covalent associations. 

Wold does not teach methods that involve an agent that binds non-covalently to two or 
more endogenous protein mediators. Instead, Wold teaches bifunctional reagents that react with 
and thereby form covalent bridges within or between proteins. As explained by Wold (page 
617), these covalent bridges were used in the 1960s-1980s to study and determine the three 
dimensional structures of proteins and protein complexes. Exemplary reagents that were 
reviewed by Wold in 1966 include ^-substituted maleimide derivatives that react with sulfydryl 
groups (pages 622-623); alkyl halides that react with sulfydryl groups, sulfides, imidazole, and 
amino groups (pages 623-627); aryl halides that react with amino, tyrosine phenolic, sulfydryl 
and imidazole groups (pages 627-632); etc. All of these reagents react with groups that are 
present within proteins to form covalent bonds. Based on the foregoing, Appellant has argued 
that the pending claims cannot be anticipated by Wold since it fails to teach an agent that binds 
to proteins. 

In the most recent Office Action, the Examiner maintained this prior art rejection by 
arguing that "there is no [. . .] limitation in the claims to exclude covalent binding [...]; contrary 
to applicant's arguments, the term "binds" does not exclude covalent binding" (see page 3 of 
Office Action mailed July 15, 2005). Appellant respectfully disagrees with this line of 
reasoning. During patent examination, the pending claims must be "given the broadest 
reasonable interpretation consistent with the specification" {emphasis added). MPEP § 21 1 1 
citing from In re Prater, 415 F.2d 1393, 1404-05 (CCPA 1969). The "broadest reasonable 
interpretation" must also be consistent with the interpretation that those skilled in the art would 
reach. MPEP § 21 1 1 citing In re Cortright, 165 F.3d 1353, 1359 (Fed. Cir. 1999). 

While this analysis must avoid importing limitations from the specification into the 
claims; it is entirely appropriate to interpret limitations that are already explicitly recited in the 
claim based on the specification. Specifically, in Prater, the court explained that "reading a 
claim in light of the specification, to thereby interpret limitations explicitly recited in the claim, 
is a quite different thing from 'reading limitations of the specification into a claim,' to thereby 
narrow the scope of the claim by implicitly adding disclosed limitations which have no express 
basis in the claim". Id. Here, we are asking the Examiner to do the former permissible analysis, 
namely to interpret the explicitly recited claim term "binds" in light of the specification. As 
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previously argued, the specification makes it clear to the skilled person that the term "binds" 
refers to non-covalent association. For example, on page 11, lines 13-18, the specification 
introduces the "dimerizing" agents by describing their binding properties in terms of binding 
affinities (K d below about 10" 6 , more preferably below about 10" 7 , 10' 8 or 10" 9 ). A skilled person 
would appreciate that binding affinities are only used in reference to non-covalent associations, 
not covalent bonds. The discussion of affinity assays for identifying receptor binding moieties 
on pages 14-19 and the discussion of exemplary receptor binding moieties on page 13, lines 19- 
25 (all non-peptidic moieties that are known to bind non-covalently to proteins) further 
reinforces that the claim term "binds" refers to non-covalent associations, not covalent bonds. 
Finally, Appellant notes that the specification and claims explicitly use the terms "covalently 
linked", "covalently joined" and "covalently attached" to describe the covalent bond between the 
first and second non-peptidic moieties of the agent (e.g., see page 4, lines 25-28; page 13, lines 
7-9 and 15-17; and claims 8 and 19). A skilled person would appreciate that this further 
differentiates the claim term "binds" from covalent bonding. For all of these reasons, Appellant 
respectfully requests withdrawal of this rejection. 

For purposes of this rejection, claims 8-16 and 18-27 stand and fall together based on the 
aforementioned arguments. The following claim stands and falls separately from these claims 
for the following additional reasons. Claim 17 specifies that the "dimerizing" agent is membrane 
permeant. The Examiner has failed to point to any teaching in Wold that satisfies this limitation. 

Claims 8-29 are not Anticipated by Ji 

Claims 8-29 were rejected under 35 U.S.C. § 102(b) as being anticipated by Ji, Methods 
Enzymology 91:580-609, 1983 ("Ji"). Applicant respectfully submits that Ji does not anticipate 
the pending claims because it fails to teach each and every element of the claimed methods. 
MPEP § 2131. The reasoning here is identical to that presented above with respect to Wold. 

As was the case with Wold, Ji does not teach methods that involve an agent that binds to 
two or more endogenous protein mediators. Instead, Ji teaches Afunctional reagents that react 
with and thereby form covalent bridges within or between proteins. As explained by Ji (page 
580), these covalent bridges were used in the 1960s- 1980s to study and determine the three 
dimensional structures of proteins and protein complexes. Ji specifically describes covalent 
crosslinking reagents that were developed after Wold's review. Thus, Ji describes covalent 
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reagents that react with specific protein groups (page 591-601) and covalent reagents that include 
photoactivable (pages 602-605) or cleavable groups (page 606-607). Nowhere does Ji remedy 
the deficiencies of Wold by teaching methods for preparing an agent that binds to two or more 
endogenous protein mediators. For these reasons and those discussed above with respect to 
Wold, Appellant respectfully requests withdrawal of this rejection. 

For purposes of this rejection, claims 8-16 and 18-27 stand and fall together based on the 
aforementioned arguments. The following claims stand and fall separately from these claims for 
the following additional reasons. 

Claim 1 7 specifies that the "dimerizing" agent is membrane permeant. The Examiner has 
failed to point to any teaching in Ji that satisfies this limitation. 

Claims 28 and 29 specify that the "dimerizing" agent is further mixed with a 
pharmaceutical^ acceptable carrier and optionally with one or more pharmaceutically acceptable 
excipients. The Examiner has failed to point to any teaching in Ji that satisfies this limitation. 



Appellant again concludes with the belief that claims 8-29 are not anticipated by the prior 
art and are well supported by the specification. Allowance of the pending claims is earnestly 
requested. 
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Pending Claims 



Pending Claims 



1-7. (Canceled) 

8. (Previously presented) A method for preparing an agent that effects a biological event 
mediated by the association of two or more endogenous cell surface receptor molecules, the 
method comprising preparing an agent which includes a first non-peptidic moiety that binds to 
one of the cell surface receptor molecules covalently linked to a second non-peptidic moiety that 
binds to the other cell surface receptor molecule, wherein the agent binds to both cell surface 
receptor molecules. 

9. (Previously presented) The method of claim 8 wherein the biological event is mediated 
by the association of two or more molecules of the same cell surface receptor and the first and 
second non-peptidic moieties are the same. 

10. (Previously presented) The method of claim 9 wherein the cell surface receptor is a 
receptor for a cytokine, growth factor or other hormone. 

1 1 . (Previously presented) The method of claim 10 wherein the cell surface receptor is a 
receptor for erythropoietin ("EPO"), granulocyte colony stimulating factor ("G-CSF"), 
thrombopoietin ("TPO"), growth hormone ("GH"), interleukin-2 ("IL-2"), interferon-alpha, 
interferon-beta, or a neurotropic factor. 

12. (Previously presented) The method of claim 8 wherein the biological event is mediated 
by the association of molecules of two different cell surface receptors and the first and second 
moieties are different. 

.13. (Previously presented) The method of claim 8 wherein the first and second non- 
peptidic moieties bind to cytoplasmic portions of the cell surface receptors. 
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14. (Previously presented) The method of claim 8 wherein the first and second non- 
peptidic moieties bind to extracellular portions of the cell surface receptors. 

15. (Previously presented) The method of claim 8 wherein the agent binds to the cell 
surface receptors with a Kd < 10" 6 M. 

16. (Previously presented) The method of claim 8 wherein the first and second non- 
peptidic moieties have a molecular weight less than 5 kD. 

1 7. (Previously presented) The method of claim 8 wherein the agent is membrane 
permeant. 

18. (Previously presented) The method of claim 8 wherein the cell surface receptors are 
selected from the group consisting of: 

epidermal growth factor-receptor (EGF-R), 

ataxia telangiectasia and rad-related 2/neuroblastoma oncogene (ATR2/neu), 
hermaphrodite homolog-2/neuroblastoma oncogene (HER2/neu), 

hermaphrodite-3/cellular-erythroblastic leukemia oncogene homolog-3 (HER3/c-erbB-3), 

Xiphophorus melanoma receptor tyrosine kinase homolog (Xmrk); 

insulin-like growth factor-I-receptor (IGF-l-R), 

insulin receptor-related receptor (IRR); 

platelet-derived growth factor receptor-a (PDGF-R-a), 

platelet-derived growth factor receptor-B (PDGF-R-B), 

colony stimulating factor- 1 -receptor (CSF-l-R, macrophage-colony stimulating factor-receptor 
(M-CSF-R)/cellular-McDonough feline sarcoma homolog (c-Fms)), 

c-kit (Steel Factor Receptor, mast/stem cell growth factor receptor, HZ4-feline sarcoma virus 
viral oncogene homolog), 

serine/threonine kinase/fms-like tyrosine kinase 2 (STK-l/Flk-2); 
fibroblast growth factor-receptor (FGF-R), 
[acidic-] fibroblast growth factor-receptor- 1 (fig), 
[basic-] fibroblast growth factor-receptor-2 (bek); 
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neurotrophic tyrosine kinases; 

cell-surface determinant-3-z (CD3-zeta), 

cell surface/class II determinant-3-h (CD3-eta); 

B chain of Fc/IgE receptor- 1 (FCERI), 

g chain of Fc/IgE receptor- 1 (FCERI); 

g chain of Fc receptor/cell-surface determinant- 16 (Fcg-RIII/CD16); 

cell-surface determinant-3-g (CD3-gamma) subunit, 

cell-surface determinant-3-d (CD3-delta) subunit, 

cell-surface determinant-3-e (CD3-epsilon) subunit; 

Ig-a subunit of B-cell antigen receptor complex/membrane-bound, 

Ig-associated protein- 1 (Ig-a/MB-1), 

Ig-B subunit of B-cell antigen receptor complex/c membrane-bound, 
Ig-associated glycoprotein B29 (Ig-B/B29); 

the common 13 subunit shared by the granulocyte/macrophage-colony stimulating factor (GM- 
CSF), interleukin-3 (IL-3) and interleukin-5 (IL-5) receptors; 

the B chain of glycoprotein MW 130 KD (gpl30) associated with the interleukin-6 (IL-6), 
leukemia inhibitory factor (LIF), ciliary neurotrophic factor (CNTF), oncostatin M, and 
interleukin-11 (IL-1 1) receptors; 

the interleukin-2 (IL-2) receptor gamma subunit associated also with receptors for interleukin-4 

(IL-4), interleukin-7 (IL-7) and interleukin-13 (IL-1 3); 

the 13 chain of the interleukin-2 (IL-2) receptor; 

interferon (IFN) a receptor, 

interferon (IFN) 13 receptor, 

interferon (IFN) g receptor; 

growth hormone (GH) receptor, 

erythropoietin (EPO) receptor, 

prolactin receptor; and 

the Transforming growth factor-B (TGF-B) family of cell surface receptors. 

19. (Previously presented) A method for preparing an agent that effects a biological event 
mediated by the association of two or more endogenous protein mediators, the method 
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comprising preparing an agent which includes a first non-peptidic moiety that binds to one of the 
protein mediators covalently linked with a second non-peptidic moiety that binds to the other 
protein mediator, wherein the agent binds to both protein mediators, the biological event is 
mediated by the association of molecules of two different protein mediators and the first and 
second moieties are different. 

20. (Previously presented) The method of claim 19 wherein at least one of the protein 
mediators is a cell surface receptor. 

21. (Previously presented) The method of claim 19 wherein the two different protein 
mediators are cell surface receptors. 

22. (Previously presented) The method of claim 19 wherein the biological event is 
transcriptional regulation, the first non-peptidic moiety binds to a protein containing a DNA- 
binding domain and the second non-peptidic moiety binds to a protein containing a 
transcriptional regulatory domain. 

23. (Previously presented) The method of claim 22 wherein the transcriptional regulatory 
domain is a transcriptional activation domain. 

24. (Previously presented) The method of claim 22 wherein the transcriptional regulatory 
domain is a transcriptional repression domain. 

25. (Previously presented) The method of claim 19 wherein the biological event is 
translocation of a selected protein to a predetermined cellular component, the first non-peptidic 
moiety binds to the selected protein and the second non-peptidic moiety binds to a constituent of 
the predetermined cellular compartment. 

26. (Previously presented) The method of claim 25 wherein the first non-peptidic moiety 
binds to a protein that functions only in the cytoplasm and the second non-peptidic moiety binds 
to a constituent of the nucleus or mitochondrion. 
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27. (Previously presented) The method of claim 19 wherein the biological event is 
destruction of a selected protein, the first non-peptidic moiety binds to the selected protein and 
the second non-peptidic moiety binds to a constituent of the proteasome. 

28. (Previously presented) The method of claim 8 or 1 9 further comprising mixing the 
agent with a pharmaceutically acceptable carrier and optionally with one or more 
pharmaceutically acceptable excipients. 

29. (Previously presented) A method which comprises providing an agent prepared 
according to the method of claim 8 or 19 and mixing the agent with a pharmaceutically 
acceptable carrier and optionally with one or more pharmaceutically acceptable excipients. 
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The relationship between epidermal growth factor 
receptor (EGF-R) protein tyrosine kinase activation 
and ligand-induced receptor dimerization was inves- 
tigated using several bivalent anti-EGF-R antibodies 
directed against various receptor epitopes. In A431 
membrane preparations and permeabilized cells, all 
antibodies were able to activate the EGF-R tyrosine 
kinase, as measured by EGF-R autophosphorylation 
and phosphorylation of other substrates on tyrosine 
residues. EGF-R tyrosine kinase activation correlated 
strongly with the induction of EGF-R dimerization. (i) 
Both processes specifically occurred in a narrow anti- 
body concentration range; (ii) both processes required 
the presence of detergent; and (iii) both processes de- 
pended on antibody bivalence since monovalent Fab 
fragments were inactive yet regained full activity after 
cross- linking by a second bivalent antibody. These data 
demonstrate that antibody bivalence is essential and 
sufficient for EGF-R activation and that activation 
occurs regardless of the EGF-R epitope recognized. 
Finally, EGF-R dimerization was shown not to depend 
on receptor autophosphorylation since it still occurred 
in the absence of ATP. Also, partial inhibition of the 
tyrosine kinase activity by the specific EGF-R tyrosine 
kinase inhibitor tyrphostin AG 213 did not affect for- 
mation of EGF-R dimers. Taken together these results 
demonstrate that induction of EGF-R dimerization is 
sufficient and in case of antibody action, essential, for 
activation of the EGF-R tyrosine kinase and thus pro- 
vide strong support for an inter molecular mechanism 
of EGF-R tyrosine kinase activation. 



The epidermal growth factor receptor (EGF-R) 1 is a trans- 
membrane glycoprotein of 170 kDa with an extracellular 
ligand binding domain, a single hydrophobic transmembrane 
stretch, and an intracellular domain containing protein tyro- 
sine kinase activity (1). Binding of EGF to the receptor 
enhances this activity, thus catalyzing tyrosine phosphoryla- 

* This work was supported by the Center for Developmental Biol- 
ogy, Utrecht, The Netherlands. The costs of publication of this article 
were defrayed in part by the payment of page charges. This article 
must therefore be hereby marked "advertisement" in accordance with 
18 U.S.C. Section 1734 solely to indicate this fact. 

II To whom correspondence should be sent. Tel.: 31-30-510211; 
Fax: 31-30-516464. 

•The abbreviations used are: EGF-R, epidermal growth factor 
receptor; EGF, epidermal growth factor; PBS, phosphate -buffered 
saline; SDS, sodium dodecyl sulfate; PAGE, polyacrylamide gel elec- 
trophoresis; Hepes, 4-(2-hydroxyethyl)-l-piperaztneethanesulfonic 
acid; EDAC, l-ethyl-3-(3-(dimethylamino)propyl)carbodiimide; 
RAM, rabbit anti-mouse antiserum; SwAM, swine anti-mouse anti- 
serum; RIPA, radioimmune precipitation buffer. 



tion of several protein substrates including the EGF-R itself 
(2). Activation of the EGF-R tyrosine kinase results in a 
cascade of biochemical and physiological responses, finally 
leading to stimulation of DNA synthesis and cell division in 
most cells (3). Using EGF-R mutants, the tyrosine kinase 
activity was shown to be essential for stimulation of all known 
early and late responses involved in mitogenic signaling (4- 
9). 

The mechanism whereby EGF binding activates the EGF- 
R tyrosine kinase still remains to be elucidated. Two models 
have been proposed. According to the intramolecular activa- 
tion model, EGF binding leads to a conformational change in 
the extracellular EGF-R domain which is transmitted through 
the hydrophobic transmembrane stretch to the cytoplasmic 
tyrosine kinase domain, resulting in activation of the EGF-R 
tyrosine kinase (10-13). This model implies that EGF-R 
monomers can act as transmembrane signal transducers. Ac- 
cording to the intermolecular activation model, EGF causes a 
shift in a hypothetical equilibrium between inactive EGF-R 
monomers toward active dimers, resulting in enhanced tyro- 
sine kinase activity (14, 15). However, using Triton X-100- 
solubilized purified EGF-R material, Das and colleagues (16- 
18) interpreted their data as EGF binding resulting in disso- 
ciation of inactive EGF-R oligomers, thus shifting the equilib- 
rium toward catalytically active monomers. In accordance 
with an intermolecular, active dimer, activation model, a 
number of data show that EGF-induced dimerization occurs. 
Yarden and Schlessinger (19, 20) have demonstrated a re- 
versible EGF-R oligomerizatioh after EGF treatment of sol- 
ubilized immunoaffinity-purified EGF receptors. EGF-in- 
duced dimerization of receptors could also be detected by 
chemical cross -linking of receptors in Triton X-100-solubi- 
lized receptor preparations (21, 22), membrane preparations 
(23), and intact cells (24-26). In several cases enhanced au- 
tophosphorylation in EGF-R dimer complexes has been re- 
ported (21, 22). Taken together, these data indicate that EGF 
binding results in EGF-R dimerization; however, a direct 
cause and effect relationship between EGF-R dimerization 
and activation of the tyrosine kinase has not been established 
yet. 

To study the relationship between EGF-R dimerization and 
tyrosine kinase activation, we made use of anti-EGF-R anti- 
bodies. It has been reported that under certain conditions a 
number of such antibodies can mimic EGF in activating the 
EGF-R tyrosine kinase (19, 27-32). In view of the intermo- 
lecular activation model, it has been proposed that this ability 
is due to the bivalent nature of such antibodies (19, 30, 31). 
In the present study we examined the relationship among 
antibody bivalence, EGF-R dimerization, and EGF-R tyrosine 
kinase activity in both membrane preparations and perme- 
abilized cells. We demonstrate that induction of receptor 
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dimerization is sufficient and in case of antibody action, 
essential, for stimulation of EGF-R autophosphorylation and 
tyrosine kinase activation. This establishes a causative role 
for EGF-R dimerization in tyrosine kinase activation and 
thus supports an intermolecular activation model. 

EXPERIMENTAL PROCEDURES 

Materials— EGF (receptor grade) was obtained from Collaborative 
Research (Waltham, MA); [ 7 - 02 PlATP and Na IW I, from Amersham 
Corp.; protein A-Sepharose, from Pharmacia LKB Biotechnology 
Inc.; plastic foil thin layer cellulose plates (5577), from Merck; and 
rabbit anti- mouse as well as swine anti- mouse [gG/7 S antiserum 
were from Nordic (Ttlburg, The Netherlands). Monoclonal antibody 
2E9, 2D11, and polyclonal antiserum 281-7 were prepared and IgG 
purified as described previously (26, 29). Antibodies 528 and 225 (31) 
were a kind gift of Dr. J. Mendelsohn (Sloan -Kettering Institute for 
Cancer Research, New York); for later experiments, 528 was obtained 
from Oncogene Science. 

Cell Culture and Preparation of Membranes— A431 cells were grown 
in Dulbecco's modified Eaglet medium supplemented with 7.5% fetal 
calf serum and buffered with 40 mM NaHC0 3 under a 7.5% C0 2 
atmosphere. Membrane preparations were derived from A431 cells by 
vesiculation essentially as described (33). 

Preparation of Monovalent Fab Fragments— Fab fragments were 
prepared by papain digestion. Papain (10%, w/v) was preactivated in 
0.1 M phosphate buffer (pH 7.6), containing 2 mM EDTA and 10 mM 
cysteine at 37 *C for 30 min. 2E9 (1 mg/ml) was digested with 1% 
papain in 0.1 M phosphate buffer (pH 7.6) in the presence of 2 mM 
EDTA and 10 mM cysteine for 16 h at 37 'C. The reaction was 
stopped by the addition of 10 mM iodoacetamide at 37 "C for 20 min. 
The digest was dialyzed against Ca 2+ - and Mg^-free PBS. For puri- 
fication, the preparation was applied on a 5-ml protein A-Sepharose 
column (Pharmacia), and Fab fragments (unbound fraction) were 
collected and concentrated in a collodion bag (Sartorius) under re* 
duced external pressure. The digestion and quality of the Fab frag- 
ments were tested by SDS-PAGE and by immunoprecipitation of 
EGF-R in the presence or absence of a second antibody (RAM). 

EGF-R Immunoprecipitation— After surface iodination or phos- 
phorylation reactions, cells were washed with PBS free of Ca 2+ and 
Mg* + and lysed for 15 min on ice in 500 /d of R1PA containing 150 
mM NaCl, 20 mM Tris/HCl (pH 8.0), 10 mM NaH 2 P0 4 , 5 mM EDTA, 
100 fiM Na 3 VO<, 10% glycerol, 1% Nonidet P-40, 1% sodium deoxy- 
cholate, 0.1% SDS, 1 mM phenylmethylsulfonyl fluoride, and 100 
kallikrein inhibitor units/ml aprotinin (membrane preparations were 
directly lysed in RIPA). The lysates were clarified by centrifugation 
at 15,000 x g for 15 min in an Eppendorf centrifuge. Anti EGF-R 
antibody 528 (2 ^g) or antiserum 281-7 (10 *d) bound to protein A- 
Sepharose was added to the lysates, and the mixtures were rotated 1 
h at 4 *C. Precipitates were washed once with RIPA, twice with 20 
mM Tris/HCl (pH 7.4), 0.5 M NaCl, 10% glycerol, and 1.5% Nonidet 
P-40, and twice with the same buffer containing 0.15 M NaCl. The 
precipitates were boiled in Laemmli sample buffer and applied to gel. 

EGF-R Autophosphorylation and Exogenous Substrate Phosphoryl- 
ation Measurements in Membrane Preparations— Analysis of phos- 
phorylation of the EGF-R and the tyrosine-containing peptide angio- 
tensin I was performed as described (34) except that the phosphoryl- 
ation reactions contained 5 *iCi of [7- 32 P]ATP and were allowed to 
proceed for 10 min. 

EGF-R Autophosphorylation and Endogenous Substrate Phos- 
phorylation Measurements in Saponin-permeabilized Cells— Cell per- 
ineal) ilizat ion on A431 cells grown to subconfluence in 12-well tissue 
culture clusters (Costar) was performed essentially as described by 
Guigni et al (35). Briefly, after preincubation in Dulbecco's modified 
Eagle's medium/Hepes (10 mM, pH 7.5) with or without 100 /ig/ml 
Fab fragments for 2 h on ice as indicated, followed by two washes 
with Dulbecco's modified Eagle's medium/Hepes, A431 cells were 
incubated with 2E9 (50 ^g/ml) or RAM (500 Mg/ml) for 20 min at 
room temperature in Dulbecco's modified Eagle's medium/Hepes. 
After this incubation, cells were washed two times with cold PBS and 
once with cold permeabilization buffer containing 20 mM Hepes (pH 
7.4), 145 mM NaCl, 5.4 mM KC1, 1 mM CaCl 2 , 2 mM MgCl 2 , 2 mM 
MnCl 2 , 20 p.M NaaV0 4? 10 mM p-nitrophenyl phosphate, 1 mM phenyl- 
methylsulfonyl fluoride. Phosphorylation was started by the addition 
of 250 pi of permeabilization buffer containing 0.005% saponin and 
15 jiM [t-^PIATP (5 mCi) and EGF as indicated. The phosphorylation 
reaction was allowed to proceed for 10 min on ice and was stopped 
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by washing twice with cold Ca 2 *- and Mg^-free PBS containing 200 
/iM Na 3 VO, followed by the addition of sample buffer (endogenous 
substrate phosphorylation) or by lysing the cells in RIPA in order to 
immunoprecipitate the EGF-R (autophosphorylation). After immu- 
noprecipitation of the EGF-R, receptor phosphorylation was analyzed 
by 5-15% SDS-PAGE, autoradiography, and excision of EGF-R 
containing gel bands for measurement of radioactivity. Substrate 
phosphorylation was measured after 5-15% SDS-PAGE by scanning 
of the autoradiograph on a Joyce- Loebl Chromoscan 3 apparatus. 

Two-dimensional Phosphoamino Acid A nalysis— Two-dimensional 
phosphoamino acid analysis of immunoprecipitated EGF-R was per- 
formed as described (26). 

EGF-R Dimer Cross-linking in Membrane Preparations— A431 
membranes (20 pg) were incubated at room temperature for 20 min 
with EGF (1 Mg/ml), 2E9 (50 xg/ml), or RAM (500 pg/ml) after a 2- 
h preincubation on ice with 100 /ig/m) Fab fragments as indicated. 
| Y ."P]ATP-containing phosphorylation mix was added for subse- 
quent incubation for 10 min on ice, and phosphorylation was stopped 
by the addition of 10 mM EDTA. After the phosphorylation reaction, 
15 mM cross-linker EDAC was added, followed by incubation for 15 
min at 30 'C, sample buffer was added, and samples were heated for 
5 min at 90 "C to stop the reaction. Samples were applied to 3-10% 
SDS-PAGE, and receptor dimerization was quantitated by liquid 
scintillation measurements of the excised monomer, dimer, and back- 
ground gel bands. 

Surface Iodination and EGF-R Dimer Cross-linking in Intact 
Cells— A431 cells were grown to subconfluence in 12-well tissue 
culture clusters (Costar) in the presence or absence of 100 ftM tyr- 
phostin AG 213 for the last 16 h as indicated, washed extensively 
with PBS, and surface iodinated essentially as described (25). Briefly, 
cells were incubated with 300 pi of PBS containing 6 *xg of lactoper- 
oxidase (Boehringer Mannheim), 0.06 units of glucose oxidase, 100 
/iCi of Na 12S I, and iodination was initiated by the addition of 20 mM 
glucose. After 30 min of surface iodination at room temperature on a 
gently shaking platform, cells were washed three times with PBS and 
incubated with EGF (500 ng/ml) for 1 h on ice in the presence or 
absence of 100 M M tyrphostin AG 213 as indicated, washed twice with 
cold PBS, and incubated with 15 mM EDAC in PBS for 1 h at 30 "C. 
Cells were quickly washed twice with cold PBS without Ca'* or Mr + , 
lysed in RIPA on ice for 15 min, centrifuged at 15,000 rpm at 4 *C 
for 15 min, and EGF-R was immunoprecipitated using monoclonal 
antibody 528. After 3-10% SDS-PAGE, receptor dimerization was 
quantitated by measurement of radioactivity by 7-counting of the 
receptor monomer-, dimer-, and background-containing excised gel 
bands. 

RESULTS 

Antibody-induced EGF-R Autophosphorylation in Cells— In 
a previous study we have demonstrated that in the presence 
of detergent, anti-EGF-R antibody 2E9, directed against the 
extracellular domain, and antiserum 281-7, directed against 
the intracellular domain of the EGF-R, were able to activate 
the EGF-R tyrosine kinase in membrane preparations and 
whole cells (30). Monoclonal antibodies 2E9, 2DI1, 528, and 
225 have all been reported to be unable to activate the receptor 
in intact cells (26, 31). To extend our previous data, we 
investigated whether these antibodies would also be able to 
induce EGF-R autophosphorylation in the presence of deter- 
gent. A431 cells were incubated with EGF or antibody^n 
permeabilizing buffer containing 0.005% saponin and [7- 
ATP for 10 or 20 min on ice, lysed in RIPA, and EGF-R was 
immunoprecipitated using antiserum 281-7. Fig. 1 shows that 
all antibodies tested stimulate EGF-R phosphorylation, par- 
ticularly after 10 min of incubation. The stimulatory effect 
decreases slightly with time, suggesting that saponin treat- 
ment alone might also stimulate receptor phosphorylation. 
Two-dimensional phosphoamino acid analysis, shown in the 
lower panel for control, EGF- and 2E9-treated cells, demon- 
strates that phosphorylation was almost exclusively on tyro- 
sine residues. . tcnr 

Requirement for Antibody Bivalence in Stimulation of EUb- 
R Autophosphorylation— The observation that all five IgG 
antibodies stimulated EGF-R tyrosine kinase, in spite of the 
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2E§;fbr20min^r^ 

ing p;hdspl»or\ f ibfion assay mix wis adcied for lO'xmn ojUce^After;^ 
IS&'S&S-^ geK B^F^tontairiing: 

get bands were excised, and radioactivity- wasfquantitated by liquid; 
s'cih filiation. 

Xaq Wiai :t&oy at^ireci^fj againstfdi Cerent r^pfef [iDpttbSSSj, 
indteates ;t^fe^cf>nMO|T ■'g^^S^p^moifJd^ M&M. bep 
■sweated ^iq^ t'H^Wfeaifenti g^^ty^f £he $ntiliodi^ fifeyfe 
aiY'iVnpiorlante rdlei m *e£eptor MriaM^Byati^n <09L 30; 

ofthe antibodies, t.e: ;2E0, in more detail. 

A431 me^brait^ diffcreni 
concentrations 2E9 :for 20= xnln at room temperature, and 
;EGF-R pltosphor^lafctpri was^^eraiined m -described) 
"Experimental^ 
by 2E9specifieall^ 

:by ^wo^dimensibnai:ph acid analysis (30). Maxik 

mal EGF-R autophosphorylation occlits at a narrow antibody 
concentration range around 50 ng/ml whereas at lower or 
higher antibody concentrations the level! of EGE-^R . phos- 
phorylation decreased (Fig. 2J. This result. ^:COn$isteirt with: 
data obtained with other antibodies '(19,31). The decrease of 
EGF-R phosphorylation at nigh eon centra tiX>n^ support #e 
assumption that antibody bivalerice is indeed an important' 
parameter in EGF-R phosphorylation Since at high antibody 



0>^n|rali^h$ antibody binding, will M : 6WmtmWb. 
ocm^ '^txly^rti^. monovalent fashion. In contrast at low 
antibody concentrations, binding vvill occur in a^ bivalent 
iashibn but is unsaturated, and therefore the .EGF-R phos- 
phorylation is submaximal. 

f a order to investigate directly the importance of antibody 
biyalence;, m^npvrtirnt"2E9--Pab fragments were prepared by 
papain digestion audi- affinity- purification.. Stiteequent SDS'- 
KMBJrey^ale.inpvn;rtcti5Q-kPa heavy chasn band, indiba ting 
comp1ete ; :digestion and purification fnot shown), The Fab 
fragments, \yem\unabk to precipitate the EGF-R in corn hp 
nation With: :protein A-Sepha rose (indicaiin^ the lack of Fe 
fragment)- hovvever, when coupled via a rabbit an titmouse 
antibody iRAJft) to protein A^Sepharose, EGF-R precipjitat- 
ing;abi ; ri% wasi: regained^ demonstration thai Fab fragments 
were able td bincFtb tbe EG F : R. As : s&owii in. 'Rig.. 3. "tbeitab- 
fragments (100 ^gfm\) were unable to stimidateEGF-Rphas- 
phorylati;or> in <A43 ! M^^t^^J^^^oim, Bimiiar^^u!^ 
^re^btaiiji^d Wbtg^ Ftib concent^ l0ft#2QQ 
^g/itil f^'$£ shown); t'hkfobseryaMon: is cdnsjsffeht with data 
obfeun^ ftwen is of another antibody 

ilSp 'Womyeti pTeincobalabn of :meinbranes; with Fab frag- 
ments (100 pg/rtil): : followed by ; an inculmiiori with RAW or 
SvvAM^tbereb^ restoxing;ttebiyaient-diaracter-oF4hB 
H-.& : ndin|-co 

ation (Eig. 3). , . 

4is;o. m ; 6:'0#?S : sapdisii^permsa Wfizcd A I3 ; l eelis, maximal. 
EG]^H.aut#bosp^ 

tionirange around 6d ? Mg/ml whereas ,at lower or higher anti- 
body, concentrations the -level of' EGF-R^phpaphorylatio^ dc- 
.creased. " ; £EHg. 4'). ; :As slm\m in Fig. 4, : :manoyaient Fab frag- 
ments are also unable to: induce EGF-R phosphorylation in 
permeabilized cells. Upon incubation with, a secondary 'hi va- 
lent ahtibOcfe, EGF-R autophosphorylation was -increased 
(Fig. 4). The ability of the Fab-RAivl binding complex to 
induce EGF-R phosphorylation was RAM an cibody^ con cm- 
tration dependent (optimal" range around 500 -jBg/ial) in ac- 
cordance with .h roie Tor bivakrice in EGF-R activation. The 
data presented ; in Figs. 2-4 itidicate; that antibody ; bivaleitce. 




G 1 . 

FiO. Effect of antibody bivalence on EGF-R aMtop'hos- 
phorylation in membrane p rej^ ar ad om. A 4 3 1 ; memb rane prepa- 
mtidn3 (20^) werc-preincnil5at;c^aij indi€«tM with iOQ ^ig/mj mbn^ 
ovalerit l^^irapients on ice for 2 h and washed by ^e0tnajgnti0n. 
Subsequently, ntembraneS were incub^^d as indicated for 20 min at 
rootri.temp^ aloafe-fC), tmfrnl EPF, -ffi ii$fmt2)8® ¥ 

BOO jig/ m\ RAM, or swine an ti -mouse aatt^erum ISwAM), Hb frag» 
men.t*preincubated: membraims wfere sa^tibated with .buffer 
{Pathol with aOO Mg^ml RAM (F + :B) or SwAiVI (R+-S): [if* &l 
A^yi^contaihirig:-pHo mix ^ added for ID^mm oa 

ice, sample: buffer was ; addecL samples were applied to SDb- 
PAGE, autpradip^apHi^ t:^ and. radioactiyity in exdsed.^el 
^bahtis wa^ quant itaied% Injuid /aci.qUlliaitio'n. 
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FiO. A. Effects of ant tbody hi valence ant! coiicent'riitioiv 011 
EG F-R.' a u tophospb ory hit io u 'in sapon i n - per meabi t ized cells. 
Intact A43 teells were p/eincuImM \vUJ> .iOO^^g/nv^P^novafot Fab 
;tfapieiit;sJ,Or bWjfer, hldn*e- -for '2 ih an ice follow^ by ^wq- washes ;tb 
:rera^v^rtinbQiiiui Fab fragment. Subsequently, untreated ^eUis were 
incubated with^bufter alone f€)-;25. 50, or ^5 ^'/ml 2E9:*or 500 *ig/ 
in I RAM. Kab fra^nehupretneubattKi cells- wero.iheubate.d with buffer 
alone {Fob), or with. 2.50. 400; or 7;>Q pg/ml RAM- {fV>fr>t /^VAY>- 
iagand; incubation was for 20- mm at; room- temperature followed" l>y 
t.lje : jKl(lnion of 0.005% isaponm. aiul i ; 7- :?5 P)A;i:P-conraining perinea- 
bH fetation buffer for 10 min on.iee, eventually in r.heprcsence of 1. jig/ 
ml KCMr. £GF-K was -irnrfiunoprecipi'tated ; usin# antibody 528 and 
applied jta~fcil$ : fc .SDSkP A6.E.' After autoradiography iin$et'h. "EGF- 
R'-contain.ing gel bands were excised and radioactivity measured by 
liquid «e i n u 1 la i i 0 n . 

lis esse. rd.tai for Increasing EGBH au;tophosj)h.or\dat.ioTi. 

Requirement for Antibody B wale nee in EGF-l! 'Fywtiirw 
Kinm observed: increase of E0NlV»$p v 

phosphorylation by bivalent antibody or monovalent Fab 
fragments- ihcfrmte n secohel aiiUbocly could well: 

ber the result ,o£ ^ 

fti'ori rather than? tyrqsjn e k;ih#e actiyation |see^dfefeu^ic*i^ ? ;)v : 
• rherefore ? we: have studied the 'effects of these; ligands on 
Exogenous arid, endogenous substrate phofpto^ 
^mombranevpr^aratiGn^and penneabib2edcceiis > respect;ivelY; 
A/131 me nth ra pes were preinCubated with or without Fab 
:[>agments;a^ inc^bat^vyifch Hgands for ; 2Q min 

at 'rootri temperature as indicated. After; this incubation a 
plfospbbrylatio.h mixture \vos ati&ed feo'nl&injng [y^H^MTP 
and, 2 mM angiotensin I as an exogenous substrate; lh<;ufotion 
Of nfeirilkane preparations with EGF or 2 E9 results in 'air 
increase oiangijtJtensinigbo^p hory latior^ demonstraiing ac- 
Uyatioh of 'the tyrosine kinase -under: ihesc ^ti&itibn£ (Eig v 
5WWten ? fc ar^^mculia^ed.with i?hewanoyafenfc 

■ f^iik^mm, m l^nQiim io? |ytq#*' &ir|P# act;-iv# ; y?a| 
Observed, uiiless followed by treatment wttSi Ml asja s^contT 
antibody. Furthermore, also :in this case, tyrosine kinase ac- 
tivation was ^fcroniily canceiitratidn dependent Tor 2E9 of, in 
the .case of:Fab preincubation, HA M. (Fig. 5). In accordance 
\yj th : data,r^po^d ^prevjousi^ (30^ 231) did not induce $GF* 
II tyrosine toase activatioii in the absence of detergent (not 
shown). 

Using the prmsabiiized cell system. we treasured: endoge- 
nous substrate phdsphorylation as well- It was f6.urjd;tb^ 
^e^er^hsubstrates couk 

J^MH ricuba ti0n,:a mb;rig; which was a TrVaj(>r :3|r3^Da ju^sipte 
prdtrjin; Again, uicbbatibn with motijoyalen^ F4"b i*k^iebtfe 
atone did not stimulate atiy substrate phosphorylation (Fig. 
$),; ^pori oinis^iori 0 Ga^ frotn th^ ^erme^ili^aUpin, bujfer, 
the 35-kDa protein; no longer Observed -(not- sho\yn) ? 
■suggesting that this' : is th^ 

lipocortin I/calpactin 11 (35-3^); Thesevobervatioits demon, 
strate that also for .artfcibo^-niediafetf stirnuration the 




f uu f>. Effects of aittHrody biyalenceiand coneentratlon on 
: EGF*R ; l^ro;siirte kinase activity toward ^xogenotis-pep^ 
niembra nc ^preparations; l.igand' incubation of A431 meiribma&s 
was performed a^ iie.scribedr in £be legend of Fi'g r .& .Sub^yeaily^ 
^x^n^i. ; peptkfe Jtntidtertsih J^pitbsphorytobniAv^ ex^ 
acki^aVdesciiW' under 

buffer -.('£)"; EOF (i .jxg/iri!); ; 2.5 ( : ! Sto; or T5 ^;/m\ ^E9; Fa^r fragments 
iW) Mfmlh KA^i if'OQ ^ml); .ar-250. Wh or 750 «g/ml : .HAiVl after 
F^b jTfagm«ntpr^ ihoibii Uo'n, -r -MAf.) ar^pro^en'ied. 
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KjC. 6. Effects of aiifibbdy bivaient;e and eoneeritration on 
EGl^R tyrosi ne ki n ase fict i v i ty t o wa r tl endoge no us su bstrjues' 
in ^suponln^perineabiii^ed cells, i-igand jncubaUpnv and phos- 
i>lioi^iatioja : .reac'tiorts were perfernied exactly a^deicrEbed ^iv tba 
legertfj of Fig. % ;Subse^ueriUy ( ;ceUs were scraped, tn ja^mpfe -buffer, 
and after S&aj^gD^ 

l>h^irylal&i^wa^ aMlyited : by Seasitometrtc 1 laser mniXm^ ^ ^M 
autpr^d&f raph/OnT^ d%ce r toebF CbrOnioscari^ a^paraiuife: 

;E(§F>|t^rMme &ih.fefe «fc6vi|y*tjBwariJ Other -iaubtoa^^biv* 
.ai'eiic'e^l #soiutely ;necessaty. 

' Mnitlx^^ ti&F-fi Mmmatmn^M data pre^ 

sen ted in^Fip; 3"^ strongly suggest thafean'tibociies acttsmte 
the EGF-R tyrrjsthe kinase ahroiigb- ihciucuoh; of receptor 
dimerization. In orders detect possible EGF-R dimer com* 
plexes. the clhernical ^rossrlinker EDAC p^tbyl-3-:{3-di- 
:methy lamih opropylicaxbod i im tele) was u$ed ?; which cqyalort tiy 
links ^reeept^r dimers. Affex'-inaib^ti^ the ^ndlcjied. 

:iigan&|Hgi % at room tempera ture/for gpjwitr^phpsphp^ 

foraO tn:iti^pn Jc^ and was stopped .by the adctete::#;iO' m$ 
EJSTA. r S^ rn-M EC AC: -was^adfied for 15 mirt,at 

^!^shriwir;m: Fig- "f (t Ar^e le(lmmtfiine^ : antibody :2E9 
Induced: ;EGKR;,(di:meri^tion'just as strongly as- EGF. As 
ineMU^4 W hunting 1 radioacSiyity in- ihe' excised : : E^.ft 
monomer- arid' dimer-containing gel bands, alx>utr,3ik of the 
ralh^actiyitry was, present; m the' ^GF-R dimer^traction iti 
urir<mtefi .membranes -whereaB both EGF and 2 i E9 i;reatment 
resulted iri an Enhancement up; to 
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Fir.. ; Aiitibpdy-^ in. mem- 

brane preparations; A 431: membranes were^incuboted iwitlt buffer 
alone- \'ei : I |xg/ml EOF; or 50 : ■p^ml'2EQ M W min at rwm 
temperature;. After ligand- incubaiioti, [^ S2 P)A r pP^conimtiip^ 
p ho ry la ti q it assays mix was added for 10 mm on Ke v ;phospho>y)atioir 
stopped h^th&tSdSftn^ incubated 
Tor tin 1 min/.at; 30^*0 with 15. rnS! BD>\G;- and .hoikd in, sample ^uffer : 
(i/i/oe UfUiioH feh&*): For control experiments^ afer li^and inctiihar 
lion, mM EDAG r was adtioci for 15' min at 30 fcrossr 1 i tiki ng* was 
:gu&"ched% the'ad/ijli^iVi9X^- 5 '^V^ns followed l^y the addition of 1 
iig/mlfed^and : i'^^jATF*eoritainmg |ho#ltor$lation >a&^y"in&: 
Samples were, boiled in sample: buffer aftter a^OvTriin-incubation.^n 
ice \{lwo righlm^t lanes)., After 3^10$ jS^S^A-GJ? and; autoradiog- 
raphy. ECF-H tiioiTpmer d finer (/>}-, and l&ckground imJ>«~ 

fi fated by liquid seintillauon. 

The possibility that receptor dimers preexist in the un- 
treated 1 membranes was investigatedjsince these dimers may. 
become phosj>hp rylated upon f igand iiictibatioii' only. Mem- 
branes were incubated with or without EGF for 20 min, at 
room te i ri pera t it re . trea ted with ED/VC for 15 fain at 30 *C 
after which the cross link react ion was quenched With 0-5 : M 
Tris, and a phosphorylation reaction was carried out for 1.0 
rain on tce : in the presence of EOT"! shown in Fig: 7 (two 
HiglitniQst km% ho EGF^^.dimers wjefe; det&cMd. :in the; 

in ralipac^vily tnrthe: feerlban&p^ % itim leftmost 
Jatws) wa.s ; indeed clue to an increase: nv thej amount ^ft : G©3F^ 
H diiners; turthermorej cross -linking; of-B0^-li^inierH after 
EGF ihcdlmtion but prior to the ;phgs#^iafio1n reaction 
resultedin enliunceo^Efe 

AWththecoM^ %4kwo ngMmost iqnz^. • jliis 

suggests enhanced, intermolecular cross-phosphorylafion or 
: t^rp$ine kma^actiMii^h nithe EGF-Hjimer,co 
EGF-R dimerization is correlated with receptor activation, 
jnrpottatifejy^&eyobservafckin Jiat;f emptor dtmersare;:formed 
prior to addition o^ n*ix> 
tit re {Eig. 7; twp rightmost lanes) indicates that;dimerixarion 
also decu rs* in absence of #KJ3P : M$ % thus n^t^-Cepfen^tot 
on the phosphorylation reactiton. 

Requirement for Antibody Bwalenemn induction x>f EOhR 
Dimerizotion--Nzxi > we investigated the importancesofanti- 
bodybivalenceinte iViem- 
bra ne p repara tiotts ? we re incubated with the indicated; ligands 
(Fig. 8) for 20 min at room temperature, phosphorylation 




Fig. % Effects of detergent and antibody bivaleneeon EGF- 
R:cbn^riz^ti6n in membrane preparatjonii. Lipnd maubation 
offthe memijrane preparations yni&-:eXati\y)asr- d : e$.cri^d. : i-n. ; tli» legend 
'i&i % &fter~ figand 'incubation; membrane^ ^;m;pho^pht>ry1at;ed 
^&,a$Ht^n^^^ 

\s?th/(t); OT; without :NWidet. TM$ i~) for 10 tdm m\. ''m. 'ABer 
-<|u^nchm|. the p^spbor^latioa :r^t^tT by tho adHtfk>n : of mU 
:ED : |;A,; r^p^rVdiriife' were, cm^m&^hy the ^dtUtipn.-^ mM 
'l2DAfe I^Mir- toffeh'ialdai; .ftHi 15 nnn 30 *fc &am$es weio 
boiled, in Saraj)le- buffer, applied to.-.^-ift% ! SDS^PAGB; aa4- the £ej 
w^js au'tr>hud.iographe<l. : Hecept^r dim«irkaao*n waf 
excision of mpnomcrW)^ duner (jJty, mdhm&fiQm<l.{w &yimm} : r 
miiiiimmg gei; bonds and liquid scintiltaiion of these: hands, 

assay ; mix was added for 10 nVin on ; ic^ t . aiia after/ o^t^clnhg 
of pHosphor^ktibn with ED^re,:EjMGwa^ added. faxl5vmin 
a$ 30 *C. ^sls:hown::I:n: : F:g. 8,., no :2E§-i:ndt;iced fec^ptor duaer- 
ixa t too is-observed when detergent is oniitted from the phosh 
: phobia tion nli x; hia ; ob'seryat:t0n , co n firms the dkabili iy >ti£ 
'the ^nti^flGF-E antibodies to; Simulate the .tv^Mhe kinaie 
in the absence of detergent (30) and "cOrrateaies a, role for 
^eptdr'&rm^ kinase afcti^tion* In agre^Btent>with 

this, monovalent 2E9-Fab fragments lacked the ability of 
inducing recei>tor dimeri/.ation (Fig. Last but not lea^t, 
also in this ca^e, the dimer-inducing ability could be: restored 
upon RAM, incubation <;t;ib^iuen ; t to:theFab.fragfacnt prdn- 
ciibation, 

MiMwmMp petwegn EGf-H Duherhoiiqn and 'Tyrosine 
^feWevAc^&o^ion^The data presented; thus far suggest, that 
antibddyvihduced EGF-R tyronine kinase activaiion is the 
result pj. ^^^ri6fi4^i&Sn.eS^ti^= r .*#j'^ to anttbod)' biMience, 
<esfebl.&h^ ifturAe^ &h& m&hw& T.&&ii®mHip ■between: these 

the specific; tyrosine; ktn^Sie ; WHitete'tyr|i:hofe 

fSalem, Israel; Wfc- 33 and -39) on ;E#f4ndu(:ed -receptor 
rdifteri^toonl Iti .cpntr^l;experi^^ :u$in^. ; tb^ inbilbitdt >w^ 
rneastjr^cl'B0%:reductbn- :m EG^^^:rosine kinase aciyaubn 
*by EGF a^;.d.etermined by^ pbo|^haami.no: acid analysis: of the 
;E\GF#- (not shown), .As showh^in- Fig. 9; E6l ?; induces J EOF*- 
It dira^nzatibn, in. intact SHffa^bdi^atod.i^I cells. .After 
;pmih;cdMti^ &t M$X :$$M -v^itk the; Ifeina^e iiihiKt^r, 
EGF still induces xecep tor dimerization to the same: exteniv 
' ^r^s^stiH;.|h i xat ton.occu r$ eflic iently 

=even'^yben%rosine = kinase 'activity is. draatkally reduced and : 
taken together wuth -the-pther:da ta dem^nsti^tes a. c^^ave 
role for Jimori nation in activation :of the EGF H prdteirv 
tyrosine kinasie find not vice versa. 

DISCUSSION 

Im the. present; study we used anti*EG:F-H antibodies to 
examine the relationship amotig, antibody bivaleiice. EGF-Ii 
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Mechanism of EG^^^^ 




Fir,. 9. ECF-indueedUSGF-lldin^^ 
21 a-treated surface iodinatt>c! ceils, A431 cells' were grown to 
suhconiluenc^ Aviier^huljcated Jn trie^e^^ of lM>M tyrphostm 
AG 213 for the last 16 h ( ?)• ;ARtet; surtax ^edination. with: Nf ^1, 
o'dlU wurc treated tor 1 IV with ;(ij,or. wiihput{~); §00 n^ml ; BGF-on 
■ide.* : Ci=i!s *i?Sr6^ mi^l>ate'd= 3.5 *tttM^ ^BAC at&TG for 1 h and 
EGF-R was. inmninoprecipitated with m<>rV(xlonal oniilkHly 528. After 
:\~\0% SbS^^AGE; r^:eptor monomer (M), dimen and back- 
: g roim( { finyj^//^ an<iradioactivity;wHS meas- 

urcid by y^counungv>f : these:^a:nds.. 

dimemafcioiv.arfd EGF-R tyrosine kinase ^activity in both 
membrane preparation)? and cells. Modiincatiori of antibody 
bivalencci the use of a specific EGF-R tyrosine kinase. inhib- 
itor, and th^detergent dependence of antibody -in dueed EGF^ 
R activation, enabled us to manipulate EGF-R dimeriza^ion 
as well as :tyrbMme -kinase actiy%/We Jemoostrate that © 
anti-EGI^^ activate the EGF-R tyrosine kinase 

irrespective of the :recdpizeH epitope; fii) aiV^feody binding 
induces EGF-R 4imerizatidh: (iii) antibody : induced EGF-R 
dimerization.as welfcas tyrosine knia^&adtiva'tioji are depend- 
ent On^ antibody b|iy^Ier3Ce;ahd>the p resehee of de te rgeri t; and 
(iv) EGF-R dimemation is not dependent on receptOT auto- 
phospliory la tion a nd ty rosi ne ki hase activityvThesexlaUi; pro- 
vide strong evidence^ in favor tit tejintermolocAilar, active 
dimer, EGF4l%r^n^ model. 

in initial studies, Yarderi and Scldessijiger,{] 9) partly based 
their- ihtermolecuiar ; ' aetiyation ; model on data obtained with 
antibody-induced EGF-R autophosphoryiation in. Trito n X- 
lOO-solobilized EGF-R. EGF-R #Mtne jfi Sfflpe^Gtivity- was 
^eternhined^fiy EG^R autdph6sphpW^ti6n> which was con- 
cluded to he a^int^mnblocular ^v ; enMi9). Avnumber tffreeent 
stiidi'e's, Mmm^ii 

c a n be mediated by ih terj^Iecular 

profetbjy fncilitated by irSei^T^ !i0y.4l)> 
Since detection of -enhanced EGF-R iftu'tophosgboiylatian 
does not necessarily reTject^ ^ina^ej^^atfe^ antl U> 
eliminate the possibility that enhanced EGF-t^autpphos- 
pH^ryiation is -merely due; to ^ &cilita|ed" mtermOlecular cro^s- 
phpsphor^latbn^ we |>erfonned :exo> and ;endo^enous .sub- 
strate r ■phosphorylation; experiments m n^prane prepara- 
tions and permeabnized.cells. Out vresuits'shdw unequivocally 
that the EGF-R tyrosine kinase toward other substrates is 
indeed ac^iyatBd by the bivalent antibody and the combina- 
tion Fab: JIAM. 

Concerning; the rote ■■ fib.? ^eS 1 ^ flimeri^iQii in tyrosine 
kinase activation, the question can be raised as to whether 
dimenxatipn is dep^nd^t on ty TO^iiie^inas^ .activity, Iri o^rdf r 
to address this question, we made, use of the specific EGF-R' 
tyrosine kinase inhibitor ty.rphostiri AG ?fe observation 
that incubation of A43 L cells with the tyrphostin does not 
reduce fiGF-induScccl^ma^M. ofdimers'isin 'agreement- with 
the repdBed. ;MjR^nd^ijGed, dimeMxa^ipft 'df R nvutants 
devoid of kinase activity (42, 43) and supports a causative 



role^for dimerkation in tyrosine kinase activation. 

The efficiency of seyeral ligands in activation of receptors 
rC^n^ihihg^a tyrosine kinase •d^mairi.has been, shptfti . w be- 
dependent on their feya1enc.e, Monoclonal: antibodies stiimu- 
labd the: insulin receptor tyrosine kinase by crpss^linkirig, 
feceptbrsubunitTniolecules ^ 

uct, ;616S:e1^- frelatretf jCp? the EGF-R, can be ; converted tntoari 
oncogene by a ^point mutation for thertransmenlbrane region, 
■iEK^ fe. induction of receptor aggre^tioh 

and an Scre^e^ Interestingly,. 
& neu protopnepgene-encoded^ina but not the confftitu> 
tiyel^ 

antibodies but not by monovalent an tihody-derived Fab frag- 
mm (46). i^rUiermdre^ aefciy^ioh ! -of : the' plateietrderived 
growth factor receptor in valves /receptor dim exizatian> and is 
depehdeht biv ;p1>teretvaeriyed growth- JViCtor biva)e'rice (47- 

^hl&fe^^^ faeto.or antibodies, ;E|FiB 

*nt0noyalen^in^lted 

raises the "questadn as ; to wnat can be the; driving force for 
EGF^nddc^ 

that EGF-R dimerkation occurs through an EGF^iiuluced 
conformational change in the extraceliular domain ,o'f the 
i&W-k molecule, which causes enhanced affinity for other 
^B\ree^i>tprs ; (50, '5:1). Evidence for such a coiul>rmati6nal 
change has been reported recently in. a study -using .purified 
EiSFVRiectodommns (52)v .Subsequently, ; .BGF~R tyrosine ki^ 
nase activation, occurs as a' consequence, of :reeeptOr'rece)>tOT 
inieraetiohs at the cytoplasmic dornains. In this view the 
EGF^mduced; enhanced afTin% for receptor-receptor inter* 
acti6i\s constitutes the driving force for EGF^E dtn^erizauort 
and ^subseguent- tyrosine .kinase activation, This: mechanism 
bypassede transm issiQ3toBa;eonfeirinationai change:- through 
the transmembrane; part of thl receptor; and is supported by 
the observation; that an altered transmembrane region does 
noti^^ 

sine kinase activity (5B)^ We suggest, that antibody binding 
induces E(?rF^tetme^ thus^^a^ih^tKie pr 6* 

pq'sed;EGFrinduced extr^.cflJuiar conforpiational- cJiangei 

fhis 'activation is: attractive- in .thatrit 

co'rri^ihes ^sj>e# : o£ tiie >intra- and iin termdlecu jax; activation; 
models. ItdoesnotvJhoweve^ 

of a> small subclasi of lngh affinity :.recf ptors ;m intact cells, 
which played a-i major role in the original in.termolecular 
M&a^rmM^^^m and S.<a;leMn|W^Cl§, 2Ph n» 
ddesitf rOvidefan expl^ 

the --iffihit^^la^s- WW$ P tnodiatihg : mpal; transm 
duction andWtegl^al ^onswt?^^ ?to^.«cpft^nto 
vviJI be necessary to cad&eas tliesfe Questions andto reVeai the 
origin and molecular :feaferes of the .higrr and low affinity 
fiG#te At present, we favor the hypothesis that the high 
affinity subclass consists of receptors that are in. a > partly 
activated state, intermediary :to the full: conformational 
change induced by EGF binding: 
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ABSTRACT The erythropoietin receptor (EPO-R) is a 
member of the recently described cytokine receptor superfam- 
Uy. A constitutively active (hormone independent) form of the 
EPO-R was isolated that has a single amino acid change in the 
exoplasmic domain, converting arginine-129 to cysteine 
(R129C). Since EPO-Rs containing R129S, R129E, and R129P 
mutations are functionally wild type, the presence of cysteine 
at residue 129, and not the loss of arginine, is required for 
constitutive activity. Several mutant forms of the EPO-R were 
analyzed; all constitutively active mutants form disulflde- 
linked homodimers, whereas EPO-responsive or inactive forms 
of the receptor do not. Monomers and disulflde-linked dimers 
of the constitutive receptor are present on the plasma mem- 
brane and bind EPO with a single affinity. Homodimerization 
of the EPO-R is likely to play a role in ligand-induced signal 
transduction, and disulflde-linked dimerization of the consti- 
tutive receptor may mimic this step. 



Erythropoietin (EPO) is a serum glycoprotein hormone re- 
quired for the survival, proliferation, and differentiation of 
committed erythroid progenitor cells. The murine EPO re- 
ceptor (EPO-R) cDNA was isolated by expression cloning (1) 
and was found to have sequence homology with other cy- 
tokine receptors (2). Conserved structural features of the 
cytokine receptor superfamiiy include four similarly spaced 
exoplasmic cysteine residues, as well as a motif, WSXWS, 
located in the exoplasmic domain close to the membrane- 
spanning region (3). The EPO-R and other members of the 
cytokine receptor family do not contain kinase-reiated or 
nucleotide-binding consensus sequences in their cytoplasmic 
domains and the intracellular signaling pathways they initiate 
after ligand binding have yet to be defined. 

Although little is known of the mechanisms by which 
cytokine receptors transduce their signal, dimerization of the 
receptors is thought to play a role. The receptors for inter- 
leukins 2, 3, 5, and 6, as well as granulocyte-macrophage 
colony-stimulating factor, contain at least two different sub- 
units (4-8), while the ligand binding subunits of the granu- 
locyte colony-stimulating factor receptor, prolactin receptor, 
and growth hormone receptor form homodimers (9-11). 
Dimerization has been postulated to yield high-affinity re- 
ceptors and also to provide the first step in the signal 
transduction pathway (11, 12). 

Expression of the cloned EPO-R cDNA in the interleukin 
3-dependent pro-B-cell line BA/F3 allows the cells to grow in 
response to EPO, demonstrating that the EPO-R can func- 
tionally transmit a growth signal (13). The recent demonstra- 
tion that the mutation of arginine-129 to cysteine (R129C) 
results in a constitutively active (14) and oncogenic form (15) 
of the EPO-R is provocative in that it implicates the formation 
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of aberrant inter- or intramolecular disulfide bonds in the 
process of receptor activation. 

The role of the new cysteine residue in the constitutively 
active receptor and the possibility that this receptor may have 
an altered disulfide-bonding pattern were investigated by 
both biochemical and mutagenesis approaches. The presence 
of cysteine at residue 129 is required for EPO-independent 
signaling. Analysis of several mutants of the EPO-R has 
revealed that all constitutively active mutants, but not the 
wild-type receptor or EPO-dependent mutants, form disul- 
flde-linked homodimers in the endoplasmic reticulum (ER) 
and a fraction of these dimers are transported to the plasma 
membrane. 

MATERIALS AND METHODS 

Mutagenesis Techniques. The constitutive mutant of the 
EPO-R (R129C), the truncated form of the receptor (tEPO- 
R), and the constitutive, truncated form of the receptor 
(tEPO-R/R129C) were isolated by a retroviral transduction 
system (14). The remaining mutant EPO-Rs (see Fig. 1) were 
generated by polymerase chain reaction, with synthetic oli- 
gonucleotide primers encoding the desired amino acid sub- 
stitutions. Mutant EPO-R cDNAs were subcloned into the 
mammalian expression vector pXM (16) and into M13mpl8 
and M13mpl9 vectors. Sequences of the mutant cDNAs were 
confirmed by the dideoxynucleotide chain-terminating 
method, using synthetic oligonucleotides as primers. 

Cell Culture Conditions and Transfections. The wild-type 
and mutant EPO-R cDNAs in pXM were introduced into 
BA/F3 cells by electroporation, and stable transformants 
were cloned as described (14). Interleukin 3-dependent, 
EPOdependent, and factor-independent clones of BA/F3 
cells were maintained as described (14). 

Metabolic Labeling and lmmunoprecipiUtion. BA/F3 cell 
lines expressing wild-type or mutant EPO-Rs were meta- 
bolically labeled with [ 35 S]methionine and cysteine ( 35 S- 
Ex press; NEN). Cell lysates were prepared in buffer con- 
taining 1% Triton X-100, 0.5% sodium deoxycholate, 0.1% 
SDS, 150 mM NaCI, 50 mM Tris-HCl (pH 7.4), 200 mM 
iodoacetamide, and 2 mM phenyl methylsulfonyl fluoride. 
Lysates were incubated with anti-peptide antibodies raised 
against N- or C-terminal peptides of the EPO-R (17), followed 
by incubation with protein A-agarose beads (Boehringer 
Mannheim). Proteins were eluted in gel sample buffer [1% 
SDS/10% (vol/vol) glycerol/80 mM Tris-HCl, pH 6.8] with 
or without 1% 2-mercaptoethanol. 

Gel Electrophoresis and Immunoblot Analysis. One- and 
two-dimensional gel electrophoresis was carried out on SDS/ 
7,5% polyacrylamide gels (18). For two-dimensional gels, 
polypeptides were separated first under nonreducing condi- 
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tions, and then after reduction with 5% 2-mercaptoethanoL 
Immunoblotting was performed as described (19). The filters 
were incubated with antisera raised to EPO-R peptides, 
followed by 125 Mabeied protein A (Amersham). 

Scatchard Analysis and Biotinylated-EPO Binding. EPO 
was iodinated by the iodine monochloride method and had a 
specific activity of 4 x 10 6 cpm/pmol. Analyses of saturation 
binding were performed as described (20). Biotinylated EPO 
(bEPO) was prepared (21) and surface EPO-Rs were isolated 
as described, except that cross-linking of the bEPO-receptor 
complex was not performed (22). 

RESULTS 

The substitution R129C introduces a sixth cysteine residue 
into the EPO-R exoplasmic domain and confers constitutive 
(hormone independent) activity (Fig. 1, mutant R129C; ref. 
14). Mutation of residue 129 to serine, glutamic acid, or 
proline yields a wild-type, not a constitutive, phenotype (data 
not shown). Since a cysteine residue at position 129, rather 
than the loss of an arginine, was crucial for constitutive 
activity, we suspected that the new cysteine may form an 
intramolecular disulfide bond, possibly with C179. To test 
this hypothesis, C179 was mutated to a serine residue either 
in the wild-type receptor (C179S) or in the constitutive 
mutant (R129C/C179S). Neither the EPO responsiveness of 
the wild-type receptor nor the constitutive activity of the 
R129C receptor was affected by this mutation (Fig. 1), 
demonstrating that C179 is not involved in EPO-induced 
activation of the wild-type receptor or in constitutive acti- 
vation of the R129C mutant. 

The possibility that R129C has other intramolecular disul- 
fide bond rearrangements or has formed other intermolecular 
disulfide bonds remained. To determine whether the pattern 
of intramolecular or intermolecular disulfide bonding in 
R129C was different from that in the wild-type receptor, we 
immunoprecipitated metabolically labeled receptors and an- 
alyzed them by reducing and nonreducing SDS/PAGE. Both 
the newly synthesized wild-type EPO-R and R129C migrate 



with an apparent molecular mass of 64 kDa under reducing 
conditions (data not shown). Under nonreducing conditions, 
the newly synthesized wild-type EPO-R migrates with an 
apparent molecular mass of 64 kDa (Fig. 2, lane 4), while the 
constitutive receptor migrates as a monomer of ~64 kDa as 
well as an oligomer of ~160 kDa (lane 7). This oligomeric 
species accumulates during the 2-h chase at 18°C (lane 9) and 
it appears to be a disulfide-linked complex of the R129C 
receptors since it is not visible after reduction of the samples 
before SDS/PAGE (data not shown). 

We assayed several mutants of the EPO-R for their ability 
to form disulfide-linked oligomers and found that all consti- 
tutively active mutants of the EPO-R form disulfide-linked 
oligomers, while all hormone-responsive or inactive forms of 
the receptor do not (Figs. 1 and 2). The constitutive R129C/ 
C179S mutant forms disulfide-linked oligomers, although 
somewhat less efficiently than R129C (Fig. 2, lanes 13-15). 
tEPO-R/R129C also forms disulfide-linked oligomers that 
migrate faster than the R129C oligomers, as expected for an 
oligomeric species composed of truncated receptor mole- 
cules (lanes 19-21). tEPO-R and the C179S mutant, both of 
which are EPO responsive like the wild-type EPO-R, do not 
form detectable disulfide-linked oligomers (lanes 10-12 and 
16-18). 

To test further the correlation found between the presence 
of C129 in the EPO-R, disulfide-linked oligomerization, and 
constitutive activation, we assayed two inactive forms of the 
EPO-R (wsl and wsl/R129C) for their ability to oiigomerize. 
Both wsl and wsl/R129C lack three residues, AWS, from the 
conserved WSXWS region and have a GA substitution in 
their place. In addition, the wsl/R129C mutant contains the 
R129C mutation. When expressed in BA/F3 cells, these 
mutant receptors are unable to transmit an EPO growth signal 
since the cells will only grow in the presence of interleukin 3 
(Fig. 1). Both mutants are retained in the ER after synthesis 
and are likely to be misfolded (data not shown). Neither 
mutant receptor formed disulfide-linked oligomers (Fig. 2, 
lanes 22-27). 
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Fig 1 Schematic diagram of mutant EPO-Rs. Mutants of the EPO-R cDNA were generated or isolated as described. The receptors were 
assayed for their ability to confer EPO-dependent or factor-independent growth in BA/F3 cells as described (13, 14). Assays for oligomenzafcon 
were performed as indicated in the legend to Fig. 2. Residues 129 and 179 are indicated; the four conserved exoplasmic cysteine residues (C27, 
C37, C65, and C81) and the conserved WSAWS sequence (residues 207-211) are not numbered. 
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Fig. 2. Constitutively active mutants of the EPO-R form disulfide-linked oligomers. Parental BA/F3 cells or cells expressing wild-type or 
mutant EPORs were pulse labeled (lanes P) with [ 35 S] methionine/cysteine for 10 min at 37°C and then chased for 2 h at 37°C (lanes 37) or 18°C 
(lanes 18). EPO-Rs were immunoprecipitated and separated by nonreducing gel electrophoresis. The migration positions of monomelic EPO-R 
(«64 kDa) and monomelic, tEPO-R (~54 kDa) are indicated on the left. The positions of oligomeric, constitutive EPO-R (*160 kDa) and 
oligomeric, constitutive, tEPO-R (~150 kDa) are indicated with arrowheads. 



The identity of the polypeptides present in the EPO-R 
immunoprecipitates from parental BA/F3 cells and cells 
expressing the wild-type receptor, R129C, and tEPO-R/ 
R129C, was determined by two-dimensional gel electropho- 
resis. The only polypeptides that were generated by reduc- 
tion of the disulfide-linked oligomers were monomers of 
R129C (Fig. 3C) and tEPO-R/R129C (Fig. 3D), demonstrat- 
ing that the disulfide-linked species are EPO-R homooligo- 
mers and eliminating the possibility that the constitutive 
EPO-R forms a heterooligomer with another polypeptide of 
similar size. The ability of R129C/C179S, but not the wild- 
type receptor or C17?S, to form disulfide-linked oligomers 
(Fig. 2) suggests that only C129 is available for forming 
interchain disulfide bonds; thus, it is likely that the R129C 
oligomers are homodimers. The wild-type EPO-R migrated 
identically before and after reduction (Fig. 3B). 

To determine whether the disulfide-linked homodimers are 
present on the cell surface, we used bEPO to isolate cell- 
surface receptors (22). Both R129C monomers and disulfide- 
linked dimers were found on the plasma membrane (Fig. 4, 
lane 3). Similarly, cells synthesizing R129C/C179S (lane 5) 
and tEPO-R/R129C (data not shown) expressed both mono- 
mers and dimers on the surface. After reduction, oligomers 
of the constitutive receptor were not detectable and only 
monomers were seen (lanes 8 and 10). Cells synthesizing 
hormone-responsive forms of the receptor (wild-type 
EPO-R, C179S, tEPO-R) did not express detectable levels of 
surface disulfide-linked dimers; as expected, only mono- 
melic species are found on the plasma membrane (lanes 2 and 
4; data not shown). 

The presence of both monomers and dimers of R129C on 
the plasma membrane suggested that there may be two 
classes of surface receptors, perhaps corresponding to Iow- 
and high-affinity EPO-binding species. Scatchard analysis of 



125 Mabeled EPO binding to BA/F3 cells expressing R129C 
demonstrates, however, that the surface receptors dispjay a 
single affinity for EPO (K d = 700 pM). Approximately 1000 
surface receptors are expressed per cell (Fig. 5). Similarly, 
when EPO binding to the erythroid cell line HCD57 express- 
ing R129C was examined, only a single class of receptors was 
detected even though both monomelic and dimeric forms of 
R129C were detected on the plasma membrane (data not 
shown). BA/F3 cells synthesizing wild-type EPO-R also 
displayed a single class of receptors (23). 

DISCUSSION 

The EPO-R can be activated by two different, hormone- 
independent mechanisms: by interaction with the gp55 gly- 
coprotein of spleen focus-forming virus (13) and by a point 
mutation, R129C, in the extracellular domain (14). The pres- 
ence of a cysteine residue at position 129, and not the loss of 
an arginine, appears to be required for constitutive activity 
since substitution of arginine at position 129 with serine, 
proline, or glutamic acid does not alter the ability of the 
EPO-R to confer EPO-responsive growth in BA/F3 cells. 
This requirement for a cysteine residue led to the hypothesis 
that the constitutive receptor may form intramolecular or 
intermolecular disulfide bonds, which alter the conformation 
of the receptor and render it constitutively active. 

By analogy with the intramolecular disulfide bonding pat- 
tern of the growth hormone receptor (24), it could be pre- 
dicted that the first and second cysteine residues (C27 and 
C37) of the EPO-R form a disulfide bond as do the third and 
fourth (C65 and C81), leaving C179 unpaired. Since the 
C179S mutant is functionally wild-type, C179 is not essential 
for normal receptor function, including ligand binding. The 
phenotype of mutant R129C/C179S demonstrates that C179 
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Fig 3 R129C and tEPO-R/R129C form disulfide-linked homodimers. Parental BA/F3 cells (A) or cells expressing the wild-type ETO-R W, 
R129C (C) or IEPO-R/R129C (D) were pulse labeled with ( 35 SJmethionine/cysteine for 10 min at 37°C and then chased for 2 h at 18 c. ine 
EPO-Rs were immunoprecipitated and separated under nonreducing conditions in the first dimension, followed by reduction and electrophoresis 
in the second dimension. The positions of monomelic EPO-Rs are indicated. 



is also not required for constitutive activity of the receptor; 
therefore, in the R129C mutant, C179 is unlikely to pair with 
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C129 (Fig. 1). Since the constitutively active R129C receptor 
binds EPO with an affinity similar to that of the wild-type 
receptor (Fig. 5), it is unlikely that intramolecular disulfide 
bond rearrangements have occurred. We conclude that 
R129C and R129C/C179S form disulfide-linked homodimers 
through C129. 
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Fig. 4. Disulfide-linked dimers of the constitutive EPO-R are 
found on the cell surface. Parental BA/F3 cells (lanes 1 and 6) or cells 
expressing the wild-type EPO-R (lanes 2 and 7), R129C (lanes 3 and 
8), C179S (lanes 4 and 9), or R129C/C179S (lanes 5 and 10) were 
incubated with 10 nM bEPO for 4-6 h at 4°C. The cells were washed 
and then lysed in buffer containing 0.5% Nonidet P-40 and 200 mM 
iodoacetamide. Surface receptors that had bound bEPO were iso- 
lated on streptavidin-agarose beads, separated by nonreducing and 
reducing gel electrophoresis, and assayed by immunoblotting. The 
positions of cell-surface monomelic EPO-Rs (66 kDa) and surface 
disulfide-linked dimers (160 kDa) are indicated. 
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Fig. 5. EPO binding to BA/F3 cells expressing R129C. Approx- 
imately 5 x 10 6 cells expressing R129C were incubated with various 
concentrations of l25 I-labeled EPO, in the presence and absence of 
60 nM unlabeled EPO, in a vol of 100 ^ for 14 h at 4°C. Free 
l23 Mabeled EPO was separated from the bound hormone, and 
specific binding was determined as described (20). A saturation curve 
(Inset) and a Scatchard plot of the data are shown. 
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The formation of disulfide- linked dimers is correlated with 
constitutive activity. All constitutively active mutants of the 
EPO-R (R129C, 1EPO-R/R129C, and R129C/C179S) form 
disulfide-Iinked dimers, while hormone-responsive (wild- 
type EPO-R, C179S, and tEPO-R) or inactive (wsl, wsl/ 
R129C) forms do not (Figs. 1 and 2). The dimers appear to 
assemble in the ER (data not shown) and a small proportion 
of them reach the cell surface, where they bind EPO with a 
single affinity of 700 pM (Figs. 4 and 5). The R129C/C179S 
mutant appears to form disulfide-Iinked dimers somewhat 
less efficiently than does R129C, suggesting that C179 may be 
involved in stabilizing the dimer. The presence of C129 is 
necessary but not sufficient for oligomerization and consti- 
tutive activation since the mutant wsl/R129C, containing 
both C129 and a mutation in the WSXWS region, fails to 
oligomerize and cannot deliver a proliferation signal in 
BA/F3 cells. The failure of this mutant to form disulfide- 
Iinked dimers also indicates that covalent dimerization is not 
simply due to ER retention of misfolded receptors. 

Conformational changes brought about by receptor oligo- 
merization in response to ligand binding are likely to activate 
the tyrosine kinase receptors (25) and dimerization also 
appears to play a role in cytokine receptor signaling (11, 12). 
Our results have revealed a strong correlation between the 
ability of mutant EPO-Rs to induce hormone-independent 
cell proliferation and their ability to form disulfide-Iinked 
dimers. Disulfide-Iinked dimerization of the R129C mutant 
may induce a conformational change in the receptor, mim- 
icking the hormone-bound form of the wild-type receptor and 
rendering the receptor active in the absence of EPO. Prelim- 
inary evidence suggests that the wild-type receptor is capable 
of forming noncovalent homodimers, although we do not yet 
know the role of ligand binding in dimerization. 

C129 is likely to be present at the dimer interface of the 
disulfide-Iinked R129C receptors and by extrapolation R129 
or neighboring residues may play a role in the noncovalent 
dimerization of the wild-type receptor. Dimerization of the 
EPO-R may be analogous to the growth hormone receptor, 
where it has been shown that two receptor subunits bind to 
different sites on a single growth hormone molecule, and the 
receptor dimers are stabilized by growth hormone (11). 
Additional experiments could be directed toward elucidating 
the structural features involved in EPO-R dimerization and 
understanding the role of dimerization in receptor activation. 

Not* Added in Proof. The crystal structure of the growth hormone 
receptor-growth hormone complex has recently been determined 
(26). Sequence comparison between the EPO-R and the growth 
hormone receptor has revealed that residue 129 of the EPO-R would 
fall in the region corresponding to the growth hormone receptor 
dimer interface . These observations support the hypothesis that EPO 
may signal through formation of a noncovalent homodimer of the 
EPO-R. 
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Rational Design of Potent Antagonists to the 
Human Growth Hormone Receptor 

Germaine Fuh, Brian C. Cunningham, Rikiro Fukunaga, 
Shigekazu Nagata, David V. Goeddel, James A. Wells* 

A hybrid receptor was constructed that contained the extracellular binding domain of the 
human growth hormone (hGH) receptor linked to the transmembrane and intracellular 
domains of the murine granulocyte colony-stimulating factor receptor. Addition of hGH to 
a myeloid leukemia cell line (FDC-P1) that expressed the hybrid receptor caused prolif- 
eration of these cells. The mechanism for signal transduction of the hybrid receptor required 
dimerizatiori because monoclonal antibodies to the hGH receptor were agonists whereas 
their monovalent fragments were not. Receptor dimerization occurs sequentially— a re- 
ceptor binds to site 1 on hGH, and then a second receptor molecule binds to site 2 on hGH. 
On the basis of this sequential mechanism, which may occur in many other cytokine 
receptors* inactive hGH analogs were designed that were potent antagonists to hGH- 
induced cell proliferation. Such antagonists could be useful for treating clinical conditions 
of hGH excess, such as acromegaly. 
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Knowledge of the molecular basis for hor- 
mone action is key to the rational design of 
hormone agonists and antagonists. High- 
resolution mutational analysis (1, 2) and 
x-ray crystallographic studies (3) have de- 
fined two sites on hGH for binding two 
molecules of the extracellular domain of its 
receptor (hGHbp) (4). Dimeroation of the 
hGHbp occurs sequentially, such that a 
hGHbp molecule binds to site 1 and then a 
second hGHbp molecule binds to both site 
2 on hGH and a site on the first hGHbp 
(Fig. 1). A thorough examination of the 
biological importance of this model has 
been precluded because of the lack of an 
adequate cellular signaling assay for hGH. 
Here, we constructed a sensitive, cell-based 
assay for hGH, investigated the mechanism 
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for signal transduction, and applied the 
assay for the design of antagonists to the 
hGH receptor. 

The hGH receptor belongs to a large 
family of receptors of hematopoietic origin 
(5) that includes the interleukin-3 (IL-3) 
and granulocyte colony-stimulating factor 
(G-CSF) receptors. An IL-3-dependent 
myeloid leukemia cell line (FDG-P1) trans- 
fected with the full-length murine G-CSF 
(raG-CSF) receptor is stimulated to prolif- 
erate by G-CSF without IL-3 (6). We 
constructed a hybrid receptor that con- 
tained the hGHbp linked to a portion of 
the mG-CSF receptor containing the three 
extracellular flbronecdn repeats and the 
transmembrane and intracellular domains 
(7). The flbronectin domains do not partic- 
ipate in the binding of G-CSF but are 
required for efficient expression of the mG- 
CSF receptor (6). 

Competitive displacement of U5 I-la- 
beled hGH from hybrid receptors on whole 
cells was used to establish the affinity for 
hGH and the approximate number of re- 
ceptors per cell (8). In several independent 
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binding experiments, the apparent dissocia- 
tion constant (K d ) value for hGH was 0.1 
± 0.03 nM, and there were 1000 ± 300 
receptors per cell. This affinity is about 
three to four times stronger than that for 
hGH binding to the soluble hGHbp and 
may reflect a high local concentration of 
receptors on cells (an avidity effect) . Non- 
transfected cells lacked specific binding 
sites for hGH (9). At low concentrations, 
hGH induces cell proliferation with a me- 
dian effective concentration (EC 50 ) of —20 
pM (Fig. 2A), a value somewhat lower than 
the apparent K d for binding to whole cells 
(—100 pM). This may indicate that signal- 
ing for maximal cell proliferation requires 
less than total receptor occupancy. 

Each hGH molecule is bivalent because 
it contains two separate sites for binding the 
hGHbp (Fig. 1). In contrast, the hGHbp is 
effectively univalent because each site uses 
virtually the same determinants to bind to 
either site 1 or site 2 on hGH (3) . Excess 
hGH will dissociate the hGH- (hGHbp) 2 




Inactive (antagonist) 



Active (agonist) 



Fig. 1 . Sequential dimerization model for acti- 
vation of the hGH-mG-CSF hybrid receptor. At 
low concentrations. hGH binds first at site 1 and 
subsequently at site 2 (as indicated) to produce 
an active hGH-(hGHbp) 2 complex; At high con- 
centrations, hGH saturates the receptor 
through site 1 interactions and acts as an antag- 
onist. We show the receptors dissociated initially 
because, in the absence of hGH, the hGHbp 
does not self-dimerize as shown by ultracentril- 
ugation for concentrations <0.1 mM. Nonethe- 
less, it is possible that some full-length receptors 
are loosely pre-dimerized and become activat- 
ed upon sequential binding of hGH. 



complex to form a hGH' hGHbp complex 
in which hGH is bound exclusively at site 1 
to the hGHbp (I). Thus, excess hGH 
should antagonize signaling by preventing 
dimerization (Fig. 1). Indeed, at very high 
hGH concentrations the proliferation ac- 
tivity is lost | concentration required to in- 
hibit proliferation by 50% (IC%) s 2 \lM]. 
Cell proliferation induced by IL-3 was not 
altered in the presence of high concentra- 
tions of hGH (8 \x.M); thus, 8 p,M hGH is 



not toxic to cells (9). This effect appears 
not to involve cross-linking of receptors 
between cells or other cell-to-cell interac- 
tions because the effects of hGH were not 
influenced by cell density. Furthermore, the 
assay is specific because FDC-P1 cells that 
contain the full-length mG-CSF receptor 
do not respond to hGH and cells that 
contain the hybrid receptor do not respond 
to G-CSF (10). 

To further investigate the requirement 
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Fig. 2. Proliferation of FDC-P1 cells containing the hGH-mG-CSF hybrid receptor induced by hGH 
(7) (A) or induced by MAbs to the hGH receptor (B) (77). In (A), cells were grown in RPMI 1640 
media supplemented with IL-3 (10 U/ml), 10 u,M 0-mercaptoethanol, and 10% FBS at 37°C and 5% 
C0 2 (6). Cells were washed with the same medium without IL-3. Cells were added to 96-well plates 
at a density of 4 x 10 5 cells per milliliter (O), 2 x 10 s cells per milliliter (•), and 1 x 10 s cells per 
milliliter (□) in 100 jil. Cells were then treated with various concentrations of hGH for 18 hours. To 
measure DNA synthesis, we added 3 H-labeled thymidine (1 y,Ci per well) to each well. After 4 hours, 
cells were collected and washed on glass filters. Scintillation cocktail (2 ml) was added, and 
radioactivity was counted with a Beckman LS1701 scintillation counter. In (B), cells were cultured 
as in (A) and plated at a density of 4 x 10 s cells per milliliter in medium containing various 
concentrations of anti-hGH receptor MAb 263 (•). MAb 13E1 (O), MAb 3D9 (■), or MAb 5 (□). After 
18 hours at 37°C, cells were washed, and the amount of pHJDNA synthesized was determined by 
scintillation counting as in (A). Each data point represents the mean of triplicate determinations, and 
error bars indicate the SD. 

Table 1. Summary of dose-response data for a variety of anti-hGH receptor MAbs, FAbs (17), and 
hGH mutants {12) for stimulating proliferation of FDC-P1 cells containing the hGH-mG-CSF hybrid 
receptor. "None" indicates that no effect was observed; ND, not determined. K d values for MAbs 
binding to the hGHbp were taken from ( 14). The values for hGH and variants were measured with 
a competitive displacement assay in which 125 l-labeled hormone bound to hGHbp was precipitated 
with MAb 5 (2, 13). This gives the affinity for the monomeric hGH -hGHbp complex. Values for EC^ 
were taken from titration curves shown in Fig. 2, A and B, and Fig. 4 and represent the half-maximal 
concentration for stimulation of cell proliferation. Data are the mean of triplicate assays, and the SDs 
were within 15% of mean. Values shown with > indicate that maximal stimulation or inhibition of 
proliferation was not detected at the concentrations tested. For these cases, we report only 
estimates of the EC^. IC^ refers to the concentration leading to 50% inhibition of maximal cell 
proliferation. 



Protein 


(nM) 




(self-antagonism) 


MAb 263 


0.6 


0.3 nM 


~3»jlM 


MAb 13E1 


3.2 


0.8 nM 


>10jlM 


MAb 3D9 


2.2 


0.8 nM 


0.2 nM 


MAb 5 


0.7 


-2.5 nM 


>1 nM 


FAb263 


ND 


>1.5nM 


ND 


FAb 13E1 


ND 


>3 m-M 


ND 


FAb 3D9 


ND 


>0.1 nM 


ND 


FAb 5 


ND 


>1 m-M 


ND 


hGH 


0.3 


20 pM 


2 |xM 


K172A/F176A 


200 


25 nM 


None 


G120R 


0.3 


None 


None 


H21A/R64K/E174A 


0.01 


20 pM 


60 nM 


H21A/R64K/E174A/G120R 


0.01 


. None 


None 
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Rg. 3. Molecular models based on x-ray crystallography of hGH bound to the hGHbp (3). (A) A 
ribbon diagram of hGH (white) bound to two molecules of the extracellular domain of the hGH 
receptor (hGHbp; gray and black). The a carbon positions of mutant residues in hGH are shown by 
black dots. K1 72 and F176 are located in site 1 (interface with Hack hGHbp) and G1 20 is located 
in site 2 (interface with gray hGHbp). Gray dots indicate structures in the hGHbp that are not well 
defined by the electron density. The model is based on a 2.7 A resolution x-ray structure of the 
complex (3). (B) A close-up showing that G120 located on helix 3 of hGH makes van der WaaJs 
contact with W104 from the hGHbp bound to site 2. R1 and R2, receptor 1 and receptor 2. 
respectively. 



for dimerization of the hGHbp to signal in 
the hybrid receptor cell proliferation assay, 
we used bivalent monoclonal antibodies 
(MAbs) and univalent fragments derived 
from them (FAbs) that recognized the 
hGHbp. At low concentrations,, three of 
four different MAbs to the receptor were as 
potent as hGH in inducing cell prolifera- 
tion (Fig. 2B and Table 1). The EC 50 value 
for each MAb (0.3 to I nM) was usually 
somewhat less than the Kj value deter- 
mined by enzyme-linked immunosorbent 
assay (Table 1). As with hGH, this may 
reflect avidity effects on whole cells or that 
maximal signaling is achieved at less than 
100% receptor occupancy, or both. At 
much higher concentrations (0.2 to —3 
jiM), two of these MAbs were less effective 
at stimulating proliferation, presumably be- 
cause excess MAb blocks receptor cross- 
linking by binding monovalently to 
hGHbp. Corresponding monovalent FAb 
fragments had little or no effect on cell 
proliferation (Table 1), which indicates 
further that bivalency is required for signal- 
ing activity. 

The differences in stimulation of cell 
proliferation at low concentrations and in- 
hibition at high concentrations for these 
MAbs (Fig. 2B) can be explained by the 
different ways they bind to the hGHbp. 
MAb 5 prevents binding of a second 
hGHbp to the hGH-hGHbp complex (1), 
possibly by binding to the region where 
both receptors contact each other (Fig. 1). 
The fact that MAb 5 is the least efficient at 
stimulating proliferation may indicate that 
the receptors need to approach each other 
closely for optimal signaling. MAb 13E1 
did not inhibit proliferation at the concen- 
trations tested. This MAb blocks hGH 
binding (II) and probably binds like hGH 
to form very stable receptor dimers. In 



contrast, MAbs 263 and 3D9 bind at sites 
away from the hormone-receptor interfaces 
(II) and show similar agonistic and antag- 
onistic effects on proliferation. Maximal 
stimulation of proliferation by hGH oc- 
curred over a wider range of concentrations 
than did maximal stimulation by MAbs 263 
and 3D9, perhaps because with hGH 
bound, the dimers have the optimal recep- 
tor-to-receptor contacts. The feet that 
MAbs. 263 and 3D9 are agonists suggests 
that the structural constraints for formation 
of active dimers are rather loose. 

FAb fragments derived from MAb 13E1 
or MAb 5 antagonized hGH-induced cell 
proliferation, whereas those derived from 
MAbs 263 and 3D9 did not (Table 2). 
These studies are consistent with the fact 
that the binding of MAb 13E1 or MAb 5 to 
their epitopes blocks hormone-to-receptor 
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Rfl. 4. Proliferation of FDC-P1 cells containing the 
hGH-mG-CSF hybrid receptor, caused by in- 
creasing concentrations of wild-type hGH (O) , the 
site 1 hGH variant K172A/F176A (•). and the site 
2 hGH variant G12GR (□). Cells were cultured, 
treated, and assayed as deserted in Rg. 2A, 
except that cells were treated for 18 hours with 
[^thymidine. Tne hGH mutants were prepared 
and purified as described {2, 12). 
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Table 2. Summary of antagonist effects of FAbs 
and hGH analogs that block hGH-induced cell 
proliferation of FDC-P1 cells containing the 
hybrid hGB-mG-CSF receptor. Cells were in- 
cubated with 1 nM hGH and various concentra- 
tions of FAb ( 1 7) or hGH analog ( 12). The IC^ is 
the concentration required to block 50% of the 
cell proliferation activity of hGH. "None" indi- 
cates that no inhibition was observed at concen- 
trations of FAb or hGH analog of up to 10 **M. 



Protein 



FAb 263 None 
FAb 13E1 0.8 
FAb 5 0.2 (iM 

FAb 3D9 None 
hGH 2fiM 
K172A/F176A None 

G120R 20 nM 

H21A/R64K/E174A 60 nM 
H21A/R64K/E174A/G120R 2 nM 



or receptor-to-receptor interfaces, respec- 
tively. 

To determine the structural require- 
ments for dimerization of hGH (Fig. 1) , we 
examined mutants of hGH that were de- 
signed to reduce binding of the receptor to 
site 1 or site 2 (Fig. 3). The mutant K172A/ 
F176A (12), which preserves site 2 deter- 
minants but alters important side chains in 
site 1, promoted cell proliferation, but the 
ECjo was shifted to a concentration about 
10 3 times higher than that of wild-type 
hGH (Fig. 4 and Table 1). This is consis- 
tent with the 560-fold reduction in the 
affinity for site 1 binding of the K172A/ 
F176A mutant as compared to that of the 
wild-type hGH when measured in vitro 
(13). No inhibition of proliferation with 
K172A/F176A was observed at the concen- 
trations tested. 

On the basis of the x-ray structure of the 
hGH* (hGHbp) 2 complex (3), we designed 
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Rg. 5. Antagonism of hGH-induced cell prolif- 
eration by hGH variants. Cells were prepared 
as in Fig. 2A and incubated with 1 nM hGH and 
various concentrations of the site 1 mutant 
K172A/F16A (•), the site 2 mutant G120R (□). 
the combined enhanced site 1 and site 2 mu- 
tant (H21A/R64K/E174A/G120R) (■). and 
wild-type hGH (O). 
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a mutant G120R, which retains a function- 
al site 1 but on which site 2 is sterically 
blocked (Fig. 3B). This variant did not 
affect cell proliferation at the concentra- 
tions tested (Fig. 4). Thus, binding to 
either site 1 or site 2 is necessary but not 
sufficient for promoting cell proliferation. 

If the sequential signaling mechanism 
(Fig. 1) is correct, mutants blocked in site 2 
binding (but not in site 1 binding) should 
antagonize hGH-induced cell proliferation. 
To test this, we cultured cells with enough 
hGH (1 nM) to support 90% of maximal 
cell proliferation and added increasing con- 
centrations of wild-type hGH or the mu- 
tants in site 1 (K172A/F176A) or site 2 
(G120R). As expected, the site 2 mutant 
antagonized hGH whereas the site 1 mutant 
was ineffective (Fig. 5). In fact, the site 2 
mutant was nearly 100 times more potent as 
an antagonist (IC 50 = 20 nM) (Table 2) 
than wild-type hGH (IC^ = 2 u,M). For 
hGH to be antagonistic, free hormone must 
react with free receptors before the hGH- 
bound intermediate does so. This only oc- 
curs at high concentrations of hGH. In 
contrast, once G120R is bound, it cannot 
dimerize and agonize the receptor. Thus, 
G120R as an antagonist does not need to 
compete against G120R as an agonist. 

Although G120R is a much more potent 
antagonist than hGH, 20 nM G120R was 
required to inhibit by 50% the proliferative 
effect of 1 nM hGH (Table 2). This may 
reflect the fact that hGH is bound through 
interaction of sites 1 and 2 with two recep- 
tors more tightly than G120R is bound in 
the complex with a single receptor through 
site 1 alone. Furthermore, maximal signal- 
ing by hGH may not require 100% receptor 
occupancy. In either case, improving the 
affinity of site 1 for hGHbp in the G120R 
mutant should make it a more potent an- 
tagonist. 

Single-site hGH variants have been pro- 
duced (2, 14) that bind more tightly to the 
hGHbp at site 1 . A variant that contains all 
three of these mutations (H21A/R64K/ 
E174A) bound 30 times more tightly than 
wild-type hGH to the hGHbp (Table 1). 
This variant had an IC^ for inhibiting 
proliferation that was about 30 times lower 
than that of hGH. This is consistent with 
the notion that the inhibitory effect results 
from competition for binding to hGHbp 
between site 2 on the bound hormone- 
receptor intermediate and the free site 1 on 
the soluble hormone. The fact that im- 
provement in site 1 binding affinity did not 
improve the efficacy of the hormone as an 
agonist may be understood upon future 
analysis of the on and off rates. 

We further mutated this variant by 
changing Gly 120 to Arg. The mutant with 
all four modifications was ten times more 
potent than G120R as an hGH antagonist 



(Fig. 5 and Table 2). This is further evi- 
dence for the importance of site 1 binding 
properties for antagonism. 

Our data suggest that the inhibition of 
proliferation caused by hGH, MAbs, and 
their derivatives is the result of blocking 
receptor dimerization rather than causing 
down-regulation of receptors. First, cells 
propagated with IL-3 instead of hGH do 
not show a greater hGH response or hGH 
receptor number (9). Second, receptor 
down-regulation is usually correlated to re- 
ceptor activation. The ratio of EC 50 to IC 50 
for each of the MAbs and hGH varies 
widely, which shows that receptor activa- 
tion can be readily uncoupled from inhibi- 
tion by the alteration of binding properties. 
Pinally, the G120R mutant is inactive as an 
agonist, although it is a more potent antag- 
onist than hGH (Fig. 5), and pretreatment 
of cells with G120R does not enhance its 
antagonistic effect (9). Thus, the antago- 
nistic effect of G120R is not consistent with 
receptor down-regulation. It is possible that 
the inhibitory effects observed for other 
hormones at high concentrations may occur 
because receptor dimerization is blocked by 
self-competition. 

Our studies indicate that sequential 
dimerization is crucial for hybrid-receptor 
activation. Knowledge of this mechanism 
and the structural (3) and functional (1, 2) 
properties of the binding interfaces allowed 
us to design potent antagonists to the hGH 
receptors, which may be useful in the clin- 
ical treatment of hGH excess acromegaly 
(15). In fact, a transgenic strain of mice 
that expresses large amounts of bovine GH 
altered in site 2 produces dwarf mice (16). 
This mechanism-based strategy for design of 
potent antagonists for hGH may be appli- 
cable to other hormones such as prolactin, 
placental lactogen, IL-2, IL-3, IL-6, G-CSF, 
granulocyte -macrophage-CSF, erythropoi- 
etin, and related hematopoietines and cyto- 
kines (5) if sequential binding of two recep- 
tors to a single hormone molecule is required 
for their signaling. 
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Crosstalk 



Proximity versus allostery: the role of regulated 
protein dimerization in biology 



Regulated dimerization of proteins is increasingly understood to be important in many 
cellular processes, including signaling, transcription and protein degradation. 
Organic molecules that induce dimerization may offer as much 
potential to regulate biological processes as those that 
allosterically induce conformational change. 
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Several different mechanisms are used to transfer infor- 
mation in biological systems. The most familiar one is 
that of induced conformational change, relying on the 
ability of ligands to induce an allosteric change in their 
receptors. But a second mechanism for information 
transfer, only relatively recently uncovered by cell biolo- 
gists, is equally important. This is the regulated association 
of specific proteins, 'protein cUmerization'. A new class of 
organic molecules that can induce the association of 
specific proteins can be envisaged; such molecules may 
allow the regulation of biological systems, like the 
classical allosteric agents that have been a primary focus 
of biological and medical research for many years. 

Cell-surface receptors 

The two processes of allosteric change and receptor 
dimerization are clearly contrasted in two types of cell 
surface receptors that activate intracellular signaling 
pathways, the G-protein coupled receptors and the 
growth factor or growth hormone receptors (Fig. 1). 
Both activate signaling pathways in response to external 
binding events, using distincdy different mechanisms. The 
G-protein coupled receptors are allosterically activated 
when ligands bind to their transmembrane domain. This 
ligand-induced conformational change allows the cyto- 
plasmic loops to activate an associated GTP-binding 
protein (G-protein). Receptor-associated G-proteins are 
trimeric, consisting of an a subunit that binds guanine 
nucleotides and (i and y subunits; the a and (3y subunits 
have independent signaling functions.The ligand-induced 
change in receptor conformation is thought to promote 
the release of GDP so that GTP can bind in its place. 
Once GTP is bound, the activated Ga-GTP complex 
and the Py subunits separate from each other and dissoci- 
ate from the membrane, then propagate the signal further 
by interacting with downstream effectors [1]. 

The growth-factor-type receptors are activated by a 
ligand-induced protein dimerization. Hormones and 
cytokines such as erythropoietin, granulocyte coloriy- 
-stimulating factor and human growth hormone (hGH) 
can cross-link two receptors, resulting in the juxtaposition 



of two cytoplasmic tails. Many of the dimerization- 
activated receptors (for example, the receptor tyrosine 
kinases) have protein kinase domains within their cyto- 
plasmic tails that phosphorylate the neighboring tail upon 
dimerization. In related receptors, such as the cytokine 
receptors, the cytoplasmic tails lack intrinsic kinase 
activity but are functionally similar since they associate 
with protein kinases. In both cases, the phosphorylation 
results in the activation of a signaling pathway (see below). 

In the case of hGH and its receptor, structural studies have 
revealed the basis for the dimerization of the extracellular 
domain, which of course causes the dimerization of the 
intracellular domain. For this receptor, dimerization brings 
together the associated J AK protein tyrosine kinases. hGH 
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Fig. 1. Allostery and proximity. The allosteric effect of a low 
molecular weight ligand such as a neurotransmitter on its G- 
protein-coupled (serpentine or seven-transmembrane spanning) 
receptor and the dimerizing effect of an extracellular protein such 
as a growth factor, cytokine or hormone on its normally 
monomeric receptor. When a G-protein-coupled receptor binds its 
ligand, a conformational change in the intracellular cytoplasmic 
loops of the receptor results in the activation of a trimeric G- 
protein, resulting in GDP/GTP exchange and the dissociation of 
the Get subunit/GTP complex from the py subunits. When a growth 
factor binds to its receptor, however, two receptors are crosslinked. 
If the cytoplasmic domain of the receptor contains a kinase 
domain, the two receptor tails will phosphorylate each other. 
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"binds to the extracellular portion of the hGH-receptor 
with 1:2 stoichiometry by a homodimerization 
mechanism [2]. The determination of the structure of 
hGH bound to two extracellular domains provides a fasci- 
nating insight into the workings of a natural homo- 
dimerizer (Fig. 2) [3]. Although the two receptor 
molecules that are brought together by a single molecule 
of hGH are identical, there is no symmetry in the hGH 
molecule. The two binding events can be clearly distin- 
guished, and must occur in the correct order. The first 
binding event, although it does not change the shape of 
the hGH molecule, creates a composite surface that can 
now bind to the second hGH receptor. Thus, binding at 
site 1 is essential to allow binding at site 2. By analogy with 
hGH, we define a dimerizer as an agent that has its effect 
by bringing two molecules together by binding to both of 
them. Although it may form only part of the binding site 
for the second molecule, it does not, or at least need not, 
change the shape of either molecule to have its effect. 

Allosteric conformational change is important in cell- 
membrane signaling pathways, the control of transcrip- 
tion, and the activity of several enzymes, to name just a 
few examples. But regulated protein dimerization is 
important in at least as many different classes of cellular 
processes, including diverse signaling pathways, immuno- 
logical recognition, transcription and the control of 
protein degradation. We will first examine a few examples 
of the importance of allosteric change before turning to 
areas in which regulated dimerization is important. 

Allostery 

An allosteric conformational change is one that is 
initiated by the binding of a ligand (even a small 
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Fig. 2. The homodimerizer human growth hormone (hGH, red) 
bound to two identical extracellular domains of its receptor (blue). 
The receptor domains are shown as molecular surfaces, and a 
sampling of the hGH protein side chains is also shown. A remark- 
able feature of the hGH homodimerizer is that it has two distinct 
receptor-binding surfaces that each bind the hGH receptor differ- 
ently, yet the binding site used by the receptor is essentially the 
same in both cases. Generated using the program GRASP (20|. 



Fig. 3. Bacteriorhodopsin's seven-helical bundle, allosterically 
regulated by all-frans-retinal (left) and 1 3-c/s-retinal (right). These 
are theoretical models based on atomic coordinates determined 
by electron diffraction and subsequent computational energy 
optimizations (4). It is believed that the seven-transmembrane 
receptors function in similar ways. Generated using GRASP [201. 

molecule) to a protein or macromolecule, but takes place 
at a location distant from the binding site. In most cases 
this ligand-induced conformational change influences 
the activity or function of the protein or macromole- 
cule. Nature and synthetic chemists have both provided 
many low molecular-weight molecules that can induce 
allosteric changes in their receptors with dramatic 
cellular consequences. 

Retinal is an example of a molecular switch acting on the 
halobacterial proton pump, bacteriorhodopsin. Bacterio- 
rhodopsin consists of a seven-helix transmembrane 
protein, but is not a receptor and is not linked to a 
trimeric G-protein. Instead, it is covalendy bound to all- 
f ram-retinal, which upon photolysis isomer izes to li-cis- 
retinal.This event results in a conformational change in 
the protein's helical bundle, opening an ion channel and 
inducing a proton concentration gradient across the 
cellular membrane (Fig. 3; [4]). This gradient drives ATP 
synthesis in the bacterium. 

An elegant example of allosteric protein activation is the 
metabolic self-regulation of tryptophan biosynthesis. The 
trp repressor is a dimeric protein that regulates the tran- 
scription of the trp operon, which encodes the trypto- 
phan biosynthesis genes. In the absence of tryptophan, 
the protein is inactive and the trp operon genes are trans- 
cribed, allowing the biosynthesis of tryptophan. Once the 
protein binds to tryptophan, it changes its conformation, 
and becomes activated (Fig. 4; [5,6]). The active confor- 
mation of the repressor allows it to bind specifically to 
the operator region of the trp operon. When the operator 
site is bound, the promoter region is blocked, preventing 
transcription. Therefore, in the presence of excess trypto- 
phan, tryptophan biosynthesis is turned off. 

The anti-HIV agent nevaripine [7] is a synthetic 
molecule that inhibits reverse transcription of viral RNA 
mediated by HIV-1 reverse transcriptase (RT). The 
proposed mode of action is based partly on the crystal 
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structure of Steitz and coworkers (Fig. 5; [8]), which 
shows that the RNA template that RT copies into DNA 
binds in a large cleft with a shape resembling that of a 
right hand. The subdomains of the cleft are termed the 
'fingers', 'palm' and 'thumb', and the function of the 
enzyme appears to involve a conformational change of 
the thumb with respect to the palm and fingers. The 
nevaripine-bound conformation of HIV-1 reverse trans- 
criptase is thought to inhibit polymerase activity by 
crimping or restricting the motion of the 'thumb'. 

Thus allosteric change occurs in diverse types of proteins t 
is induced by diverse ligands, and has a variety of effects. 
Such allosteric changes have often been the target of 
drug development efforts, and agents that affect diem will 
no doubt continue to be important in improving our 
understanding of cell biology as well as in medicine. 

Induced proximity 

The homodimerizing action of growth factors and 
hormones, of which hGH is one example, sets in motion 
intracellular signaling pathways that also depend on the 
proximity induced by regulated protein dimerization. 
Many growth-factor receptors activate the well-studied 
Ras pathway, in which several contingent protein hetero- 
dimerizations result in the translocation of signaling 
proteins to the inner leaflet of the plasma membrane (Fig. 
6; [9]). The first step in the pathway initiated by homo- 
dimerization of the epidermal growth factor (EGF) 
receptor, for example, is frarts-phosphorylation of tyrosines 
in the tail of the membrane receptor.The phosphorylated 
receptor tail can now bind the protein Grb2, which 
contains one SH2 domain that binds phosphotyrosine 
residues in the receptor tail [9]. The molecular details of 
this association are now understood (Fig. 7; [10]). Grb2 is 
a heterodimerizing agent; as well as the SH2 domain that 
permits association with phosphorylated receptor tails, it 
also contains two SH3 domains that bind a number of 
proteins including an activator of Ras named Sos. Ras is a 
GTP-binding protein, but is not one of the class of 
heterotrimeric G proteins that is direcdy activated by the 
seven-transmembrane spanning receptors shown in Fig. 1; 
however, it is activated in the same way, by the exchange 
of GDP for GTP. Ras carries farnesyl and palmitoyl 



Fig. 4. Turning off transcription. The trp aporepressor (left) and the 
altered conformation of the activated repressor (right) bound to tryp- 
tophan (green) and duplex DNA. Generated using GRASP 1201. 



Fig. 5. Nevaripine (yellow) bound to the p66 domain (blue) of 
HIV-1 reverse transcriptase. The p51 domain (red) serves as a 
scaffolding for the p66 domain and the RNase H domain (white). 
The orange spheres represent the polymerase active site and the 
lavender balls show the RNase H active site. Modeled into the 
structure is single-stranded RNA (green) and single-stranded 
DNA (white). Courtesy of Dr Julian Adams, Myogenics Inc., 
Cambridge, MA. The action of the 'thumb' (arrow) is thought to 
be essential for DNA polymerization activity, and to be blocked 
by nevaripine. 

groups, and therefore resides in the inner membrane; 
when Grb2 moves to the membrane with Sos, it thus 
brings Sos into proximity with Ras. Sos can then promote 
the exchange of GTP for GDP, activating Ras. Unlike the 
G-protein coupled receptors, which require allosteric acti- 
vation to promote GDP release from the heterotrimeric 
G proteins, Sos only needs to be brought close to its target 
to initiate signalling. Thus all that is necessary for signaling 
is recruitment of Sos to the membrane by a hetero- 
dimerizing agent, in this case Grb2 [11]. 

Organic heterodimerizers 

Once Ras is bound to GTP, yet another inducible 
protein-dimerization event results. Activated Ras binds to 
the serine/threonine kinase Raf and recruits it to the 
inner membrane; at present, it is unclear how GTP 
binding allows Ras to bind to Raf. One possibility is that 
GTP acts like a heterodimerizer, binding simultaneously 
to both Ras and Raf. 

An analogous situation exists with the low-molecular- 
weight, organic heterodimerizers cyclosporin A (CsA) 
and FK506 (Fig. 8) [12]. By binding tightly to the 
soluble, cytosolic protein FKBP and forming a 
composite surface, FK506 recruits it to the protein phos- 
phatase calcineurin, which is associated with intracellular 
membrane components via its myristic acid moiety. CsA 
similarly binds cyclophilin and calcineurin simultane- 
ously, and the result in both cases is the inhibition of cal- 
cineurin function, which is required for intracellular 
transmission of the signal that emanates from the 
activated T cell receptor. Because of the immunosup- 
pressive effects of their ligands, FKBP and cyclophilin are 
known as immunophilins. 
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Fig. 6. The early steps of the Ras pathway, illustrating the role of 
homodimerizers and heterodimerizers. Once the cytoplasmic 
domain of the growth factor receptor has been phosphorylated 
(see Fig. 1), it can bind the heterodimerizer Grb-2. This in turn 
binds Sos, a guanine nucleotide exchange factor for Ras, bringing 
it to the membrane and into proximity with Ras, which is held 
near the membrane by farnesyl and palmitoyl groups. The 
exchange of GDP for GTP creates a binding site for Raf; thus, GTP 
in this context can be considered to be a heterodimerizing agent. 

CsA and FK506 clearly make contact both with the 
immunophilin and with calcineurin. Like the hGH 
receptor homodimerization induced by hGH f however, 
heterodimerizer binding to the second protein is 
dependent on the first binding event. Thus, CsA does 
not bind to calcineurin unless it has already associated 
with cyclophilin, nor can FK506 bind to calcineurin in 
the absence of FKBP. In both cases, a composite surface 
composed of both the immunophilin and its organic 
ligand is formed that is recognized by calcineurin. 
These natural products and others that, like them, can 
have a biological effect by bringing two proteins into 
close proximity, fall into a new class of 'chemical 
inducers of dimerization' (CID) that seems certain to 
grow in the future. 

The view of these natural products as small molecule 
heterodimerizers, equipped with two protein-binding 
surfaces, reveals another fascinating aspect of natural 
dimerizing agents. They can cause a single protein to bind 
to multiple protein partners, with specificity determined 
by the dimerizer. An example is seen in the case of 
FKBP12.This immunophilin binds to another natural 
product and heterodimerizer, rapamycin. Rapamycin 
binding creates a composite surface distinct from the one 
formed with FK506, resulting in the heterodimerization 
of another signaling protein, the putative lipid kinase 
FKBP-rapamycin-associated protein (FRAP) [13,14]. 
FKBP 12 binds neither calcineurin nor FRAP, but in the 
presence of the heterodimerizers FK506 or rapamycin it 
can form two distinct receptor-ligand-receptor 
complexes (Fig. 9), FKBP12-FK506-calcineurin and 
FKBP12-rapamycin-FRAP The former complex 
prevents resting cells from entering into the cell cycle, 
while the latter prevents cells from progressing through 
the first gap phase (Gl) of the cell cycle. 



Peptide dimerizers 

The most remarkable illustration of the. ability of dimer- 
izers to increase the number of targets an individual 
protein can bind to is surely that of the MHC class I and 
II antigen-presenting molecules. Any given member of 
this family can bind many different peptides; these 
peptides are routinely produced by degradation of 
proteins within the cell. In most cases the peptide is 
derived from a self protein, but in some cases it results 
from the degradation of a viral or bacterial peptide. 
MHC class I and II molecules select peptides from this 
mixture of self and foreign peptides according to the 
preferences of their binding sites, and present them toT 
cells for identification. Depending on which peptide has 
been selected, the surface of the MHC-peptide complex 
will vary slighdy in shape, which in turn will determine 
which of the many T cell receptors available will bind to 
the complex [15]. The antigenic peptides can be viewed 
as heterodimerizers that elicit a biological response by 
forming a composite surface with their MHC receptor, 
thereby inducing a specific protein-protein interaction 
that otherwise would not occur. 

The importance of dimerizers and inducible proximity is 
not restricted to the early and intermediate events of 
signaling pathways. The culmination of many of these 
pathways is the activation of transcription in the nucleus, 
and here, again, regulated heterodimerization is 
important. Indeed, transcriptional activators themselves 
can be viewed as heterodimerizers composed of DNA- 
binding and protein-binding surfaces (Fig. 10). Class II 
nuclear genes have an element within their promoter 
region known as the TATA box, a short sequence 
composed entirely of T-A base-pairs. The TATA-box 
binding protein (TBP) is required for initiation of tran- 
scription of all such genes. TBP alone does not efficiendy 
activate transcription, however; it requires a number of 
transcription factors and TBP-associated factors (TAFs). 
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Fig. 7. Crystal structure of the SH2 domain found in the non- 
receptor tyrosine kinase Src, bound to the phosphorylated peptide 
ligand pYEEI. The heterodimerizer Grb-2 is expected to bind its 
phosphorylated substrate in a sirnilar way. This structure thus gives 
insight into one of the two protein-ligand interactions required for 
a natural dimerizer to function. Generated using GRASP |20|. 
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Fig. 8. FK506 and CsA both function as heterodimerizers by 
causing immunophilins to interact with the signaling protein cal- 
cineurin. These ligands create a composite surface following 
binding to their immuriophilin receptors that results in the 
formation of high-affinity ligands to calcineurin. CNB, calcineurin 
subunit B; CaM, calmodulin; Imm, immunophilin; L, ligand. 

Enhancers that specifically regulate the transcription of 
these genes do so by binding to an enhancer sequence 
some distance from the site of initiation and recruiting a 
TBP-associated factor (TAF) to the vicinity of the TATA 
box, facilitating the complete formation of an initiation 
complex. Thus, the activator uses its ability to bind both 
DNA and TAF to bring the latter into close proximity 
with the neighboring promoter sequence [16]. 

Although signaling pathways are perhaps the richest source 
of examples of the induction of proximity using molecular 
dimerizers, this mechanism of information transfer is not 
limited to signaling. We have already seen that proteins can 
be caused to translocate to various parts of the cell by 
dimerizers.The recruitment of signaling molecules to the 
inner membrane serves to illustrate how this process can 
activate the protein, by bringing it into close proximity 
with its substrate. Proteins can also be induced to trans- 
locate to a multiprotein complex known as the proteasome, 
which degrades cellular proteins (providing, as well as a 
mechanism of protein removal, a source of peptides for pre- 
sentation by MHC molecules). An interesting example of 
this process involves the human papilloma viral (HPV) 
protein E6 [17]. The function of E6 appears to be to direct 
the tumor suppressor protein p53, produced by the host 
cell, to the proteasome, where it is proteolytically degraded. 
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Fig. 9. FK506 and rapamycin both bind FKBP12, but each forms 
a different composite surface resulting in the heterodimerization 
of the immunophilin with different signaling proteins thereby 
resulting in different biological outcomes. In the T cell receptor 
(TCR) signaling pathway, engagement of the TCR by an appropri- 
ate MHC-peptide complex initiates signaling via inositol triphos- 
phate (IP 3 ) and calcineurin, which eventually leads to the 
activation of the cytoplasmic component of the transcription 
factor NFAT (NFAT C ), and entry of cells into the cell cycle. The 
FKBP12-rapamycin complex, on the other hand, blocks the 
signaling pathway initiated by the IL-2 receptor and several other 
cytokine and growth factor receptors (CFRs) by binding to 
FKBP-rapamycin-assocated protein (FRAP). The FRAP signaling 
pathway activates the protein p70 S6K and cyclin-dependent 
kinases (cdks), and causes the cell to make the transition from the 
first gap phase of the cell cycle (CI ) to the synthesis (S) phase. 

This seems to be an important factor in the ability of high- 
risk strains of HPV to cause cervical cancer. E6 binds to a 
cellular protein, the E6-associated protein (E6AP); the 
complex then binds to p53 and directs it to a set of 
enzymes involved in the ubiquitination of lysine sidechains 
(Fig. 1 1). Ubiquitinated proteins are 'tagged* for degradation 
by the proteasome. E6 is thus acting as a heterodimerizing 
agent, bringing p53 close to the machinery that identifies 
proteins for removal.The structural aspects of this overall 
process have not yet been studied in detail, but the overall 
process is another clear illustration of a proximity effect. 
Proteins do not wander stochastically on the way to their 
fateful encounter with the proteasome, but are induced to 
become targets for it by the action of molecular dimerizers. 

Synthetic dimerizers: new opportunities for intervention 

Our familarity with the concepts of conformational change 
induced by allosteric agents has facilitated the discovery of 
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Fig. 10. Mechanism of transcriptional 
activation by transcriptional activators 
involving the recruitment of general 
transcription factors to a promoter 
sequence. 
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Fie 11 Human papilloma virus-mediated ubiquitination of the 
[umorsupjres sorp53. Ubiquitination of the target prote.n occurs 
hroueh initial conjugation of the ubiquit.n-artivat.ng enzyme 
E ) with the carboxy-terminal glycine of ub.qu.t.n (Ub> v.a a 
cysteine residue, followed by a cysteine res.due transfer from El 
KrquS-conjugating enzyme (E2/E3). E6 and the E6-assoc.- 
Sjfprotein (E^P) bid I specifically to the : tumor suppressor 
p53, and, acting as an adaptor, work with E2 to fac.l.tate the 
degradation of p53 via the ubiquitination pathway. 

synthetic versions of these molecules. Many examples of 
synthetic allosteric agents can be found in medicine and 
some of these have facilitated the study of basic cellular 
mechanisms. By recognizing the prominent role of natural 
dimerizers in cell biology, the properties of organic equiva- 
lents can now also be readily and reliably predicted. 
Formulating the structures ofCIDs and synthesizing them 
will be a new, and worthwhile, challenge. Nature has 
provided clear illustrations of the feasibility of this approach 
in the form of the natural products CsA, FK506 and 
rapamycin. These low-molecular-weight, organic het- 
erodimerizers are monomeric molecules equipped with 
two distinct protein-binding surfaces. One approach to 
constructing a designed CID involved converting the 
monomeric heterodimerizer FK506 into the ^ dimenc 
homodimerizer FK1012 by euminating one of FK506s 
protein-binding surfaces and replacing it with an element 
that crosslinked the modified natural product [18,19]. 

It is easy to imagine the mixing and matching of different 
protein-binding surfaces using synthetic organic 
chemistry, to create new dimerizers with uilor-made 
properties. Since protein dimerizers simply create a high 
local concentration of a particular protein at a particular 
ceUular location, their actions will not require the 
geometric precision associated with allosteric agents.Trus 
fact combined with our increasing ability to generate 
specific protein-binding surfaces either by screening or by 
design, suggests that synthetic dimerizers might be even 
more readily accessible than the classical allosteric agents. 
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A. Combinatorial Organic Synthesis ^: 

The notion of creating huge, searchable libraries of small: 
organic molecules is unprecedented in medicinal chemistry, 
and the possibility of doing so has recently captured.the 
imagination of the drug-discovery community. The 
conventional paradigm of small molecule lead develop-, 
ment, in which a compound undergoes many rounds of 
individualized, hand-crafted modification and biological 
testing en route to drug candidacy, will likely be dramati- 
cally accelerated by the application of combinaitorial 
chemistry technologies to mass-produce and evaluate lead 
analogs. The ability to harness molecular diversity 
techniques as tools for lead discovery offers an unparalleled 
opportunity for medicinal chemistry to expand the breadth 
and scope of molecular structures that may ; be. screened 
for biological activity. Widespread availability of pollec- 
tions of highly diverse small-molecule libraries , should 
provide an opportunity to assess the impact pf combina-* 
torial organic synthesis on new-lead discovery. In this L 
section of part 2, some of the issues which confront 
practitioner of combinatorial organic synthesis, as they 
relate to the problems of molecular recognition in general, 
and medicinal chemistry in particular, will be analyzed. 

Issues in Practicing Combinatorial Organic 
Synthesis 

Combinatorial organic synthesis (COS) presents some- 
what of an intellectual inversion of the. past 50 years of 
synthetic organic chemistry. The chemist of the Wood- 
wardian era was interested in a masterful and carefully 
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plotted natural product synthesis of a complex entity of 
known structure. Reactions were more often employed 
or developed to solve specific challenges rather than to 
provide generic methodologies. Rigorous control of reac- 
tion pathways, stereochemistry, and regiochemistry, and 
the exclusion of all but the desired diastereomer were 
obligatory in a faithful rendering of the technique. In , 
contradistinction to natural product total synthesis, rather 
than generating a single, specific entity, the goals of COS 
are to create populations of molecular structures. Rather 
than exercising complete control, the combinatorial chem- 
ist, while maintaining high reaction efficiency and relative 
reactive compatibility, may actually seek to create situ- 
ations and apply strategies in which stereochemical/ 
regiochemical control is relaxed. This must be achieved 
while remaining cognizant of the impact these factors may 
have on the stoichiometry of the resulting libary and its 
design and ultimate use. Hence, the combinatorial chemist 
seeks to apply a series of Woodwardian reactions (reliable, 
high yielding) that operate generically on a diverse set of 
building blocks to provide a multitude of related products. 

Criteria for Library Design. The primary objectives 
of producing small-molecule libraries by COS are to provide 

i collections of compounds suitable for both drug-discovery 
screening and drug-development optimization. When 
complete, the combinatorial drug-discovery exercise should 
have created a stable population of low molecular weight 
entities, free of reactive and toxicity-causing functionality. 
While a paramount medicinal chemistry design criteria 
for small-molecule-libary construction might be that the 
products of diversity generation (individual library mem- 
bers) should "look" like drug leads, of still greater 
importance is that the library actually contains compounds 
capable of interacting at some detectable level with the 
biological target of interest. When small-molecule leads 
for a target have been previously defined (e.g., benzodi- 
azepine ligands for a peptide or other G-protein-coupled 
receptor, transition-state inhibitors for a protease), the 
notion of searching for more potent derivatives among 
libraries combiriatorially enriched in specific pharma- 
cophore analogs is an obvious tactic to pursue. However, 
as the universe of well-defined macromolecular drug targets 
continues to expand through the impact of molecular 
cloning, the problem of identifying new pharmacophores 
capable of modulating the various interactions of peptides, 
proteins, carbohydrates, oligonucleotides, or lipids at these 
sites will also be intensified. 

Will "rules* about the types of libraries that may prove 
generally useful in ligand discovery be discovered? Al- 
though the field of molecular diversity has hot yet/natur ed 
to the point where substantial insight into this question 
is forthcoming, it is intuitively obvious that small-molecule 
libraries, whose members structurally resemble historical 
leads, should provide a fertile reservoir of potential 
molecular diversity. Tangential to this, natural products 
aside, numerous historical drug leads were derived simply 
because synthetic routes to these molecules were readily 
available. It is likely that early-stage COS will be limited 
by applicable chemistry and that this will necessarily focus 
work toward traditional leads, whose syntheses are known 
and well-documented. 

The successful identification from recombinant libraries 
of L-amino acid-based peptide ligands that inhibit protein- 
peptide, protein-protein, and protein-carbohydrate in- 
teractions suggests there is broad utility in screening large 
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libraries of peptidic compounds. It remains to be seen 
whether collections of other random molecular structures 
that are quantitatively as diverse as existing peptide 
libraries prove in de novo ligand discovery to include the 
"pharmacophores ofihe future". 

Ligand rigidity may be another important parameter to 
consider in the course of library design. The incorporation 
of conformational constraints into flexible lead molecules 
has emerged as a powerful strategy to enhance ligand 
potency and/or selectivity, particularly in the field of 
peptidomimetic medicinal chemistry. 2-10 Nevertheless, 
with regard to library design, conformational restriction 
may act as a two-edged sword: an inappropriate constraint 
is likely to abrogate the modest but perhaps detectable . 
activity of a more flexible analog, which could, in a 
secondary library, be systematically constrained. From 
the point of view of random screening, it remains to be 
determined whether useful leads will arise more frequently 
from libraries of rigidified or flexible structures. Data 
from the evaluation of cyclic peptide libraries in both 
synthetic and recombinant systems may provide some 
important insights into this issue. A number of methods 
have been recently described for on-resin cyclization of 
peptides through both main-chain and side-chain func- 
tional groups. 6 - 10 ; 68 At present, a portfolio of libraries 
containing both conf ormationally rigid and relaxed mo- 
lecular diversity seems most appropriate. A longer range 
solution might be to moderate the high risk of confor- 
mational restriction by creating very large populations of 
semirigid molecular arrays, comprising structural families 
that collectively sample as completely as possible all regions 
of conformational space. 

Characterization. The usual measures of evaluating 
success in organic synthesis may lose meaning in COS. 
The classical notions of such fundamental concepts as 
purity/homogeneity, yield, exact product structure, relative 
and absolute stereochemical control, specific physical 
properties are less relevant when applied to a broad 
population^ molecules (of course they may become quite 
relevant as individuals emerge from a selection process). 
Additionally, the analytical mainstays of the synthetic 
organic chemist, such as NMR and IR, may become 
obviated. The NMR spectrum of a 10 000-component 
library mixture is not diagnostic. The loss of these 
powerful tools requires that compensating technologies 
be developed. A major dilemma of COS is the difficulty 
of confirming the degree to which the expected chemistry 
has proceeded on the entire population of substrate 
molecules. Several groups have recently reported on the 
use of electrospray mass spectrometry as a technique for 
evaluating the bulk composition of diverse peptide li- 
baries. 11 * 12 Gross synthetic discrepancies, such as incom- 
plete protecting group removal, may be detectable by mass 
analysis, providing an opportunity to optimize the library 
synthesis protocols. In the characterization of combina- 
torial products, the presence, of "byproducts'* (in, COS, 
unexpected products), combined with the difficulty of 
detecting these compounds, will cause problems if one 
mistakenly concludes that a screening hit is the expected 
product. This section will conclude by offering a potential 
solution to this problem. 

Efficiency/ Automation, Among; the chemical criteria 
relevant for small-molecule-library design is the efficiency 
of diversity creation. The assembly of most small mol- 
ecules reduces to the intercombination of only three to 
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five building blocks of molecular weight ~150 each. 
Synthetic reactions capable of combining numerous 
building blocks simultaneously constitute a highly efficient 
form of diversity generation. Thus the Ugi four-compo- 
nent reaction has a high combinatorial efficiency since 
building blocks of four families (amines, carbonyl com- 
pounds, isocyanides, and suitable acid components) are 
linked simultaneously to afford a-amino acid derivatives. 
In contrast, peptide chemistry traditionally links two 
building blocks at a time. In both the broad screening 
and the lead analoging modes, a longer range question 
pertains to the ability of the chemistry to eventually be 
automated. Once the key decisions and overall strategy 
have been determined, much of the actual chemistry is 
repetitive in nature. Machines will continue to be 
constructed to capitalize on this and libraries will be 
assembled under computer control. 1 *" 15 

Quantity and Quality of Diversity. While the 
"quantity of diversity" that is experimentally accessible 
can be dictated by the number of building blocks in the 
basis set and by the number of synthetic operations 
applied, or able to be applied (see part l 1 ), the practical 
limitations on library size are most generally imposed by 
the format within which the diversity is created and 
evaluated. A small number of building blocks subjected 
to many synthetic steps will yield high (numerical) 
diversity; however the products of these reactions may be 
relatively large molecules, not well-suited for lead devel- 
opment as traditionally administered therapeutics. Thus, 
as the combinatorial process proceeds, an opportunity 
window may exist in which the bulk of the library possesses 
properties which standard medicinal chemistry usually 
seeks in small-molecule drug discovery (MW < 700, 
solubility, etc.). Continued application of the combina- 
torial process will lead to product libraries containing larger 
molecules (composed of more building blocks) wherein 
the individual library members have "outgrown" the 
classical criteria of a lead-drug molecule. 

In surveying the historical landscape of drug discovery, 
there are particular pharmacophores or structural arrays 
which periodically surface far in excess of random chance 
(benzodiazepines, j8-lactams, imidazoles, phenethylamines, 
etc.).* A review of recent successes in the era of "rational 
drug design" suggests that certain molecular concaten- 
ations—protein turn mimetics, conformationally restricted 
amino acids, transition-state analogs, dipeptide isosteres, 
molecular scaffolds, designed elements for enzyme 
inhibition— are often found in the medicinal chemistry of 
lead compound development. In consideration of the 
molecular structures which have left their mark on modern 
medicinal chemistry, one might conclude that the drug- 
discovery process is impacted not only by the sheer 
quantity of diversity surveyed, but additionally by the 
more>ubjective "quality" of diversity that is evaluated. 
Different organizations and individuals will certainly bring 
a wide variety of criteria to the subjective appraisal process, 
depending on style, experience, and bias. It may be 
speculated that the quality of diversity will be influenced 
by the sophistication of the building blocks originally 

t An interesting aside regarding these important substructures is that 
development of -generic" syntheses of key pharmaTOphores^ultimately 
enabledfa^egenerationofmanyanalogs. Concurrently or subsequently, 
diverse biological activities were found among these compound classes. 
Inasense,this tesuggeativeof combto^ 

molecules were made serially rather than in a paralleVcombinatonal high 
throughput fashion. 
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introduced into the combining system (library bias on the 
part of the medicinal chemist) and the extent to which 
molecular substructures of the building blocks can be 
assembled in diverse, spatial (3-D) relationships. Thus 
the collected expertise of medicinal chemical knowledge 
may be used to "hyperevolve* or "bias" the libary by the 
planned introduction of commonly evolved elements; these 
elements are "retrocombinatorial synthons" of many 
known bioactive classes. Thus the building block basis 
set must be judiciously chosen and carefully attuned to 
the collected knowledge historically amassed in drug 
discovery. 

Issues in the Selection of Building-Block Sets v ■ 

The acquisition of a building-block library can be a major 
time and resource investment, and the eventual decision 
of which type of chemical building blocks to utilize places 
limits on the universe of structural diversity which 
ultimately can be explored. Depending on the specific 
objective, important building-block criteria include the 
availability of a large number of diverse, fairly complex, 
easily Accessible starting materials. These may be either 
commercially available or prepared in a few steps from 
commercial materials. Members of a building block set 
should reflect a broad array of physicochemical properties, 
functionality, charge, conformation, etc. Building blocks 
may be chiral, achiral, or racemic. Certain building-block 
families have what may be termed a high "combinatorial 
potential". This relates to the high density per carbon 
atom of reactive functionality which can participate in 
new covalent combinations. For example, monosaccha- 
rides have high combinatorial potential since the high 
density of available hydroxyl groups leads to many 
potential connecting permutations. In addition to polymer 
formation, the high combinatorial potential of such types 
of building blocks may also be exploited as scaffolds for 
the generation of diversity (vide infra). 

Synthetic Strategy 
An important strategic element in combinatorial library 

synthesis is the degree of reliability of the ligand synthesis 
chemistry. What is the likelihood of general synthetic 
success with a particular reaction? The nature of com- 
binatorial reactions, which must proceed in the face of a 
broad range of functionality on a multitude of substrates 
and where the products are difficult to analyze individually, 
demands that, in selection of synthetic methodologies, 
greater weight must be given to reaction sequences ^yith 
reliable, predictable outcomes, A more subtle question 
revolves around the number of synthetic options available 
in the course of diversity generation. For examplfe, a 
synthetic strategy structured in such a way that, as the 
process proceeded, new combinatorial possibilities opened 
up, would be preferable to having options narrow, espe- 
cially if the goal was generating a maximum of structural 
diversity. 

As previously noted, there are two distinct themes that 
must be considered for the successful application of 
combinatorial technologies to ligand discovery and opti- 
mization, viz. broad-based screening and directed chemical 
analoging. The issues underlying conceptual design, as 
well as the synthetic strategies utilized in construction of 
these different classes of libraries, are noteworthy and are 
summarized in Figure 1. Building block requirements for 
undertaking broad and narrow diversity searches differ 
markedly. The search for an initial lead molecule may be 
essentially a random screening exercise, where the em- 
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Figure 1. Combinatorial chemistry: comparison of two major 
themes. 



phasis is on exposing a macromolecvdar drug target to the 
maximum possible structural diversity. The objective is 
to identify a ligand of significant affinity for the target, 
the exact ligand structure and its detailed characteristics 
at this point are not relevant: in fact any molecule will do. 
An approach to generating highly diverse libraries for use 
in medicinal chemistry might favor using building blocks 
which have distinguished themselves by appearing fre- 
quently in previous active leads (e.g., statine, hydroxy- 
ethylamines, Freidinger lactams 16 ). On the other hand, 
once a lead is available, most drug discovery proceeds 
through a series of evolutions (optimizations) in order to 
meet a set of predetermined criteria. Since, specific 
structural types are sought, searching in a very broad pool 
of diversity (as above) is unlikely to be successful (actually, 
it could uncover a new lead but is less likely to optimize 
an existing one). Ideally, what is required in this type of 
diyersity-generating strategy is to "explode" around the 
known lead, i.e., to create as highly diverse population as 
possible that bears close structural resemblance to the 
original hit, followed by a selection for desired criteria. 

Clearly the subunits which lead to predetermined 
structures must be quite specific: from where should 
building blocks for known structural classes of pharma- 
cophores arise? The answer, as in organic synthesis, lies 
in a retrosynthetic analysis or what we may term a 
retrocombinatorial approach to building-block selection. 
Lead structures should be retrosynthetically dissected in 
the maximum number of ways and upon these various 
possibilities imposed the needs of performing combina- 
torial chemistry. Inspection of the retrosynthetic tree 
invites the following key questions: By which modes of 
forward synthesis are the most building blocks available 
or obtainable? If the synthesis is allowed to proceed by 
that course, what is the scope and degree of reliability of 
the necessary reactions? Extending this line of reasoning 
should permit the maximum leverage to be applied 
combinatorially. 

A common feature of both paradigms is likely to be a 
reliance on solid-phase-synthesis methods to facilitate the 
assembly of combinatorial libraries. Synthesis on a 
polymeric support greatly simplifies the problem of 
product isolation from reaction mixtures and also facili- 
tates the partitioning of products into multiple aliquots 
for subsequent chemical elaboration. Moreover, the 
opportunity exfets to take advantage of the support- 
tethered diversity^in the design of convenient receptor 
binding assays for^ library evaluation. While there has 
been a long tradition of polymer-supported organic 
chemistry, 17-20 it is only in the areas of peptide and 
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Figure 3. Synthesis of N-protected nitrophenyl carbonate 
monomers. Key: (a) BH 3 , THF; (b) DCC, methylene chloride, 
iy-hydrp^uccinimide, HOBt; then sodium borohydride, ethanol; 
(c) p-nitrophenyl chloroformate, methylene chloride, pyridine.; 

oligonucleotide synthesis that solid-supported chemistry 
has truly been optimized and become common-place. The 
advent of combinatorial organic synthesis will undoubtedly 
signal a renaissance in solid-phase organic chemistry, as 
workers attempt to adapt well-characterized homogeneous 
reactions to reliable solid-supported protocols. 

Progress to Date: Synthetic Polymeric Diversity: 

The design and synthesis of novel synthetic monomers 
which, when assembled in a combinatorial fashion, could 
yield relatively low molecular weight polymeric materials 
is an approach that is well-suited to diversity generation 
and evaluation. Combinations of such monomers could 
lead to substances with novel backbones, possibly pos- 
sessing desirable properties, such as metabolic stability, 
enhanced pharmacokinetic profiles, and cell and mem- 
brane permeability. Identification of these and other 
potentially modifiable parameters in such systems could 
facilitate drug discovery. 

Schultz and co-workers have reported the synthesis of 
a library of oligocarbamates starting from a basis set of 
chiral aminocarbonates 21 (Figure 2). The monomeric units 
were readily obtained by the modification of amino acids 
via the intermediacy of the corresponding chiral amino 
alcohols (see Figure 3). The resulting nitrophenyl car- 
bonate building blocks (3) were stable for several months 
at room temperature. 

Oligocarbamates were synthesized on a solid support 
by deprotection of a resin-bound amine, protected with 
either the base-labile Fmoc or photolabile nitroyeratryl- 
oxycarbonyl (Nvoc) group, followed by treatment with a 
nitrophenyl carbonate of type 3. The deprotection/ 
coupling cycle was repeated until an oligocarbamate of 
the desired length was attained (seven or eight cycles). 
Overall coupling yields were greater than 99% per step. 
Side-chain deprotection followed by resin cleavage af- 
forded the desired oligocarbamates (Figure 4). 

The VLSIPS photolithographic chip format, previously 
employed for oligopeptide synthesis, was used in the 
construction a spatially-addressable oligocarbamate li- 
brary of 256 members. An anti-carbamate monoclonal 
antibody served as a model receptor for screening against 
this array. Antibodyroligocarbamate complexes were 



Perspective 



support I — Unkm — NHj 



[Repeat a, b] „ 



| support | — Unfcf — NH^pO-*^JL 



thenc,d 



o 



Figure 4. Solid-phase synthesis of oligocarbamates. Key: (a) 
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TFA;triethylsilane. 



Peptides: 



o R 2 o fu 

WyVyY 



O Rj 



Peptoids: 



Figure 5. Comparison of peptide and peptoid backbones. 

detected by treatment of the chip with a fluorescein- 
conjugated secondary antibody, followed by analysis using 
scanning epifluorescence microscopy. Because the location 
and structure of each different library member is defined 
by the synthetic strategy (binary masking) used in this 
technique, the necessity of sequencing the products is 
obviated. The binding activities of putative hits were 
confirmed by conventional assays using authentic material 
prepared by independent synthesis. A preliminary evalu- 
ation of the physicochemical properties of oligocarbamate 
molecules indicate that they are more hydrophobic than 
the corresponding peptide homologs, and their expected 
resistance to several proteases was confirmed. 

Another type of synthetic polymeric diversity has been 
developed by Simon et a/. 22 ' 23 Through a variety of 
preparative routes, this group created a basis set of 
monomelic N-substituted glycine units, each bearing a 
nitrogen substituent similar to those of the natural a-amino 
acid side chains. The formal polymerization of these 
monomers results in a class of polymeric diversity which 
these workers have termed "peptoids" (Figure 5). Peptoids 
may be synthesized either manually or robotically following 
either a "full monomer" oligomer synthesis or via a 
"submonomer" synthesis, as reported by Zuckermann et 
aL^ 4 - and, illustrated in Figure 6. Various biological 
activities have been established for specific peptoid 
sequences,: including inhibition of a-amylase and the 
hepatitis A virus 3G protease, binding to the tat RNA of 
HIV 22 , and^antagonism at the a r adrenergic receptor, 26 
The peptoid approach to diversity generation has been 
extended to the preparation of encoded combinatorial 
libraries, in which natural amino acids code for the 
structure of the peptoid chain 26 (see part l 1 and Figure 7). 

An important variant of the synthetic polymeric di- 
versity approach is directed toward construction of a 
chemical library in which the peptidyl backbone is 
conserved but a dipeptide unit is replaced at specific 
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Figure 6. Synthesb of peptoids. 

positions by a phosphonate dipeptide surrogate (see Figure 
8). Such phosphonate pharmacophores are well-known 
as transition-state analogs for amide bond cleavage and 
have found wide usage in the inhibition of metallo- 
proteases. 27 - 29 Campbell has described methods for the 
solid-phase synthesis of peptidylphosphonates that are 
compatible with the Fmoc/*Bu protecting group strategy 
of standard peptide synthesis. 30 The key reaction step is 
formation of the phosphonate ester bond, which is achieved 
via a modified Mitsunobu condensation (Figure 9). 
Precursor lactic acid and protected amino phosphonate 
building blocks are prepared as shown in Figure 10. 

When this process is applied to the combinatorial 
synthesis of peptidylphosphonates, the diversity product 
will be a metalloprotease enzyme inhibitor library. En- 
zyme-inhibitor libraries of this type and those focusing on 
other known inhibitory pharmacophores (thiols, hydrox- 
amates, carboxyalkyldipeptides, etc.) may prove to be 
important tools in rapidly profiling novel proteases and 
for determining which pharmacophores are most effective 
at their inhibition. Using this knowledge, secondary 
inhibitory libraries can be constructed to optimize original 
leads. Through such a process it may be possible to 
dramatically accelerate the process of finding high-affinity 
enzyme-inhibitor ligands. 

Another interesting type of polymeric diversity based 
upon a vinylogous polypeptide backbone has recently been 
reported by Hagihara et a/., 31 in which introduction of a 
trans olefinic linkage between the a-carbon and the 
carbonyl group of various amino acids is generalized. 
Additionally, Smith and colleagues have synthesized a non- 
amide polymer of (3,5)-linked pyrrolin-4-one oligomers 
which mimic the /3-strand conformation of a normal 
peptide chain 32 (see Figure 11). 
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Figure 7. The synthesis of an encoded library consists of the 
following steps: (1) A bifunctional linker containing two or- 
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Figure 9, Solid-phase peptidyl phosphonate synthesis (SPPPS). 

Nonpolymeric, Small-Molecule Diversity, Thema- 
jority of chemical diversity generation discussed above 
concerns the preparation of linear molecules, in which the 
target structures^re unambiguously specified by the order 
of building-block addition. In contrast, the great pre- 
ponderance of organic synthesis proceeds rather differ- 
ently, wherein building blocks interlock to give rise to 
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Figure 10. Synthesis of peptidyl phosphonate building blocks. 
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Figure 12, Components of a benzodiazepine library. 

nonpolymeric, three-dimensional arrays. The recent 
seminal work of Ellman on the solid-phase synthesis of 
1,4-benzodiazepines lays the groundwork for creation of 
a small-molecule library of one of medicinal chemistry's 
most notable pharmacophores and represents one of the 
first examples of the application of combinatorial organic 
synthesis to nonpolymeric organic compounds. 33 

The benzodiazepines are synthesized on a solid support 
by the connection of thr ee building blocks, each of different 
chemical families (Figure 12). Following the attachment 
of 2-arninobenzophenone hydroxy or carboxy derivatives 
to the support using an acid-cleavable linker, [(4-hy- 
droxyrnethyl)phenoxyacetic acid] , the N-protecting group 
is deblocked (piperidine/DMF), and the weakly nucleo- 
philic amine is acylated with an a-Fmoc-protected amino 
acid fluoride, using 4-methyl-2,6-di-tert-butylpyridine as 
an acidscavenger (Figure 13). Fmoc deprotection, followed 
by treatment with 5% acetic acid in DMF, causes the 
general cyclizatioii to the intermediate lactam. Capital- 
izing on the ability of lithiated 5-(phenylmethyl)-2- 
oxazolidinone to selectively deprotonate the anilide NH, 
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Figure 13. Combinatorial synthesis of the benzodiazepine pharmacophore. 
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Figure 14. Synthesis of 2-amihobenzophenone derivatives on a solid support 



alkylation was achieved with a variety of alkylating agents. 
Aqueous acid cleaves the new benzodiazepine from the 
support in very high overall yields. The integrity of the 
chiral center was confirmed by a racemization test using 
chiral HPLC. 

One of the linritingfeaturesof applying the above scheme 
to combinatorial library construction is that, though many 
alkylating agents and amino acid building blocks are 
commercially available, there is not a ready supply of 
appropriately functionalized 2-aminobenzophenones. Ell- 
man addressed this problem directly by creating a general 
method for preparation of these materials on solid 
supports 34 (Figure 14). The stage is now set for the Ellman 
laboratory to create a benzodiazepine library. 

Several other approaches to nonpolymeric molecular 
diversityhaverec^ntiybeenpublished. In pursuit of small- 
molecule libraries, Nikolaiev et al. have used their amino 
acid encoding format (part I 1 ) with a building block basis 
set combining both amino acids and other synthetic units 



to prepare collections of nonpeptidic compounds and 
peptides refractory to Edman degradation (N-blocked 
peptides). 36 Representative examples of molecules which 
have emerged from such non-peptide libraries are shown 
in Figure 15. 

A feature of several of the formats used in the display 
of synthetic diversity is that the potential ligands are 
tethered to a solid support. While screening strategies 
have been developed to exploit this feature, it is frequently 
desirable to screen compounds in solution. Many groups 
have engaged in developing releasable linker strategies to 
solubilize potential ligands. The issue has been addressed 
by a considerably different strategy by Hobbs DeWitt et 
al. y in which solid-phase chemistry, organic synthesis, and 
a designed parallel reaction apparatus were utilized for 
the generation of small-molecule libraries, the individuals 
of which, were termed "diversomers**. 38 Target compounds 
which included dipeptides, hydantoins, and benzodi- 
azepines were synthesized simultaneously but separately, 
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Figure 15. Structure of representative molecules from the 
Nikolaiev et al. nonpeptide library (ref 35). 




Figure 16. Synthesis of a hydantoin library. 

on a solid support in an array format, to generate a 
collection of up to 40 discrete structurally related com- 
pounds. The preparation of hydantoins was carried out 
as shown in Figure 16. The synthetic strategy is directed 
through a resin-tethered penultimate product, in which 
the orchestrated revealing of distal functionality initiates 
attack on the resin-linking bond to eject the newly formed 
product into solution. Products which fail to react, should 
remain attached to the solid phase, and thus aid in product 
purification. The yields of hydantoins released from the 
resins in the final step ranged from 4 to 81% on a scale 
of 0.3-11 mg, which should be sufficient to support most 
preliminary in vitro ( biological testing. The resulting 
soluble, small molecules were characterized by traditional 
means. The authors also note the utility of 13 C gel-phase 
NMR to monitor reaction progress of the resin-bound 
intermediates. 37 ' 38 

In a similar manner, a general method for multiple, 
simultaneous synthesis of soluble benzodiazepines was 
developed (Figure 17). Eight groups of five-amino acid 
resins were trans-imidated with five groups of eight 
2-aminobenzophenohe imines to form 40 resin-bound 
imines. Treatment with TFA liberated 40 discrete ben- 
zodiazepines from the resins. The products were obtained 
in 2-14-mg quantities, corresponding to 9-63 % yields with 
estimated purities of >90% ? Though the numbers of 
compounds involved in the diversomer methodology ( ~40) 
are significantly smeller than that which can be prepared 
by other library strategies (lOMO 8 ), this interesting 
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Figure 17. Preparation of a soluble benzodiazepine library. 



approach to parallel organic synthesis produces relatively 
pure materials on a preparative scale in the traditional, 
soluble format. 

Future Innovations 

As the field of combinatorial chemistry receives in- 
creasing attention from the pharmaceutical establishment, 
it seems likely that the contents of chemical libraries will 
continue to evolve to look more and more like the type of 
compounds which have previously led to drugs. In spite 
of the complexity which early parts of the process may 
pose to the combinatorial chemist, a hidden advantage 
which combinatorially-derived molecules offer is that any 
"hit" will be readily synthesizable, by definition. This 
should be contrasted with a natural product driven 
approach to drug discovery and development, where often 
the structural complexity of the lead compound hampers 
the rapid preparation of analog molecules and the 
acquisition of SAR. 

A previous point deserving further emphasis is that the 
vast universe of synthetic organic reactions are idiosyn- 
cratic transformations that fail to afford quantitative yields 
of unique products. Most synthetic chemistry procedures 
afford multiple products (regio- and stereoisomers, etc.) 
in variable yields. If diversity-generating chemistry 
proceeds ambiguously, how then are the results of small- 
molecule combinatorial organic syntheses to be understood 
and appropriate information extracted from library analy- 
sis? It may be speculated that encoding techniques will 
provide one method by which the combinatorial organic 
chemist can address the practical inefficiencies of chemical 
synthesis. Instead of envisioning an encoding tag as 
explicitly specifying the structure of an associated entity, 
one might consider the tag as a record of the chemical 
history of individual library members. Thus, after 
encoding the "recipe'* or synthetic protocol used in the 
assembly of a combinatorial library, the library may be 
screened for active recipes. Once identified as "active", 
the synthesis would be replicated on a preparative scale, 
and the product mixture fractionated to identify active 
product(s). This strategy shifts emphasis from the 
criterion of singularity in a reaction outcome (a single 
predictable structure) to reproducibility and compatibility 
(orthogonality) with chemistry used in the synthesis of 
the encoding tag and in preparative scaling. The creation 
of encoded, small-molecule diversity, which can be released 
from a support (solubilized) while some type of link to the 
original tag is also maintained, is also likely to be an 
important area of investigation. 
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: One type of noteworthy chemical strategy which may 
have a bright future in the combinatorial realm rests on 
the conceptual extension of the work of Hirschmanh, 
Nicolaou, and Smith and their co-workers into designing 
nonpeptidal peptidomimetics by the appropriate func- 
tionalization of designed scaffoldings (Figure 18). A 
specific example of this approach is the design and 
synthesis of a 0-b-glucose-based nonpeptide mimetic of a 
potent cyclic hexapeptide somatostatin agonist. 39 - 40 

Hirschrnann and co-workers have also used a function- 
alized steroidal template to serve as a backbone for 
mimicking a type 1 0 turn. 41 * 42 The fact that such a 
remarkable job of molecular mimicry can be achieved with 
individual compounds bodes well for the application of 
this approach to combinatorial methods. 

No library will ever be "complete* but instead will sample 
a subsection of a particular universe of molecular structure 
and space. In certain situations, libraries may be con- 
sidered to be starting materials for the construction of 
new libraries of diversity. It is also useful to consider 
chemical libraries as collectable or archivable entities. 
Ideally, one seeks to preserve new compound libraries and 
use them for a variety of present and future screening 
needs. As time passes, the combinatorial chemist will be 
in possession of an accumulating collection of molecular 
diversity with which to challenge new drug targets. If 
chemical libraries are to become an item of commerce, a 
good deal more will have to be learned about their "shelf 
life" and how best to store them for future use. To date, 
the shelf life of chemical libraries is an open question. 

B. Methods for Screening Combinatorial 
Libraries 

The importance of distinguishing between the two 
principal applications of combinatorial technologies in 
ligand discovery, i.e., broad screening versus directed 
analoging, is. particularly relevant to the design of assay 
methodogies for library evaluation. In searching large, 
highly diverse libraries for novel lead compounds, a 
premium is placed on the ability to detect rare ligands 
that may have niodest affinity for the target receptor. The 
assay strategy riiay differ in screening analog libraries, 
since one is trying to develop quantitative SAR on a large 
number of compounds and to increase the potency of a 
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lead. Regardless of the application, successful use of 
combinatorial libraries is highly dependent on the sen- 
sitivity and specificity of the assays that are used to identify 
and characterize ligands. 

In this section, the various combinatorial library meth- 
ods will be discussed in terms of the assays that are used. 
The assay formats are closely matched to the mode of 
presentation of the diversity. In broad terms, assay 
procedures can be grouped into thre*e categories: (i) those 
that rely on affinity purification with an immobilized target 
receptor, (ii) those in which a soluble receptor binds to 
tethered ligands,. and (Hi) those in which soluble com- 
pounds are tested for activity, either directly or in 
competition assays. . Each format presents different chal- 
lenges with regard to the minimum affinity requirements 
for ligand detection, the demonstration of bindiiig speci- 
ficity, and the ability to discriminate among compounds 
in the library on the basis of their affinities for the target. 

Isolation of Ligands by Affinity Purification 

Recombinant Peptide Libraries. The various systems 
described in the first part of this series 1 for creating vast 
libraries of recombinant peptides (commonly referred to 
as peptide/nucleic acid complexes below) rely on affinity 
purification to select peptides that bind to a receptor. Two 
distinct methods have been employed to achieve affinity 
purification of peptide/nucleic acid complexes. The first 
involves incubation of a receptor in solution with the 
mixture of complexes. After allowing sufficient time for 
binding, the receptor is captured using immobilized 
streptavidin or an antireceptor antibody. 43 * 44 The second 
approach calls for preimmobilization of the receptor on 
beads, microtiter wells, or a chromatography support, 
followed by capture of the complexes. 46 In both cases, the 
use of a solid-support facilitates the separation and washing 
of receptor-bound complexes. 

The method of receptor immobilization is a critical 
aspect of the successful use of recombinant peptide 
libraries. Because of the tremendous levels of ligand 
enrichment attainable through multiple rounds of selection 
and amplification, peptides that bind to any component 
of the solid support can be isolatedfrom libraries. Peptides 
binding to streptavidin, 46 * 47 antireceptor antibodies, 48 or 
peptides that exhibit inherent nonspecific binding are 
readily isolated. Often, screening strategies employing 
subtractive methods and/of blocking ligands, are necessary 
to enhance the selection of ligands with desired binding 
specificity. 

To enhance the probability of isolating peptide ligands 
with biological function, it is important to ensure that the 
receptor is active (for example, capable of binding its 
natural ligand) when immobilized. Immobilization of 
receptor proteins on microtiter wells or beads can be 
accomplished by passive adherence, covalent attachment, 
biotinylation and immobilization on streptavidin, or 
capture with high-affinity nonblocking antibodies. The 
first three processes often result in inactive proteins. The 
problem of immobilizing active protein can often be 
overcome by introducing into the receptor an immobiliza- 
tion handle through genetic engineering techniques. 
Peptide epitopes for a monoclonal antibody or a motif 
that allows for site-specific biotinylation of the protein 49 
can be fused to proteins for this purpose. Generic 
immobilization strategies of this type greatly facilitate the 
creation of a high-density affinity matrix suitable for 
isolation of ligands. 
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Some drug-discovery targets may not be readily available 
as pure soluble receptors. Peptide ligands specific for the 
integrin Ilb/HIa have been successfiilly isolated from phage 
libraries by screening against platelets expressing a high 
density of this receptor. 60 It remains to be seen whether 
whole cells bearing receptors or other forms of impure 
macromolecular target will generally be successfully 
utilized to identify ligands. It can be anticipated that the 
problem of isolating non-receptor-binding sequences will 
be enhanced when dealing with impure forms of receptors. 

The choice of using preimmobilized receptor rather than 
incubation with receptor in solution followed by receptor 
capture on a solid support may become important in one 
aspect of library screening. Because the phage and LacI/ 
DNA complex systems are capable of displaying multiple 
copies of a peptide, multivalent binding can occur during 
affinity purification if receptors are immobilized at 
sufficient density. Multivalent binding effectively in- 
creases the avidity of the bound complexes and allows the 
isolation of complexes bearing peptides of lower affinity. 
Although it is possible that multivalent interactions may 
occur during the capture step of the two-step procedure, 
the stoichiometry of the phage or LacI complex, receptor, 
and the capture reagent need to be carefully controlled. 
Multivalent binding conditions may be more easily 
engineered with a high-density preimmobilized receptor. 

The multivalency of the phage and LacI systems can be 
exploited to isolate peptides of modest affinities (K& values 
of 1-1000 /tM). This feature is particularly important in 
screening random libraries of peptides greater than six or 
seven amino acids in length. Libraries that can be routinely 
made have many fewer members (10^-10 10 ) than the 
theoretical number of possible sequences for a given 
peptide length (for example, there are 1 X 10 13 possible 
10-mers). In general, peptide ligands for a receptor target 
consist of families of related sequences with few high 
affinity ligands in the family. Therefore, when a library 
is created, it is likely that, only lower affinity members of 
the family will be represented. The ability to identify 
these low-affinity ligands then permits one to proceed to 
the secondary phase of discovery, the screening of mu- 
tagenesis libraries. 

Methods for creating many variants of an initial 
sequence have been described in part 1. Such libraries 
will generally contain many low-affinity ligands and 
perhaps some high-affinity ligands in much lower abun- 
dance. A demand is therefore placed on the ability to 
selectively isolate the highest affinity ligands. Several 
methods have been described for efficient affinity selection. 
All are based on the prevention or disruption of multivalent 
interactions. The use of a low density of immobilized 
receptor to isolate high-affinity peptide ligands from a 
phage library containing many low-affinity ligands has 
been demonstrated. 44 Low receptor density reduces the 
possibility of multivalent interactions between phage 
particles and the receptor matrix. The "monovalent- 
phage" approach 45 - 61 ^ 2 has been successfully employed to 
isolate high-affinity mutants of human growth hormone 
displayed on phage. In this approach, phage particles with 
only a single chimeric pill protein are created, thereby 
eliminating multivalent binding to immobilized receptor. 
Using this approach, mutants with K& values of less than 
5 pM have beeft identified. 

An alternative method of affinity selection that may 
have advantages over other approaches has been devel- 
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oped. 48 * 63 Phage (or LacI particles) are allowed to bind in 
a multivalent fashion to a high density of immobilized 
receptor. For phage-bearing low-affinity ligands, the 
peptide on an individual pill protein may be rapidly 
dissociating and reassociating, but the phage particle will 
not dissociate unless all the peptides on pill are simul- 
taneously in the unbound state. Dissociation of the phage 
can be initiated by addition of a competing ligand, which 
prevents rebinding of any individual peptide in the 
complex. Using a model system with peptides of known 
affinity, it was demonstrated that phage-bearing high- 
affinity peptides are retained for a greater length of time 
than phage with Ipwer affinity sequences. 48 Hie concen- 
tration (and affinity) of the competing ligand, as well as 
the time and temperature of elution, can be varied to select 
for ligands of various affinities. This method has the 
advantage of using a high receptor density to ensure a full 
sampling of ligands of all affinity classes. 

Achieving affinity selection is only part of the process 
of successfully screening recombinant peptide libraries. 
After selection, it is necessary to establish the binding 
specificity and, if possible, the affinity of individual 
peptides that result from the selection. Various assays 
have been described, including dot blots, 64 colony lifts, 65 
and ELISA's with immobilized phage or immobilized 
receptor. 44 These methods differ in the minimum ligand 
affinity that is required for detection. In general, assays 
in which phage or LacI are immobilized (ELISA's, dot 
blots, colony lifts) require higher affinity (K& values < 1 
tiM) peptides for detecting specific binding, and are 
therefore useful when such ligands are present in the 
selected pool However, for reasons cited above, detection 
of the specific binding of lower affinity ligands is often 
necessary. In such cases, assays that use a high density 
of immobilized receptor are required to allow for multi- 
valent binding and to increase the sensitivity of detection. 
If high-density receptor matrices are used for affinity 
purification and assay of individual clones, peptides with 
Kd values as high as 100-500 fiM can be isolated with 
phage and LacI systems. 48 

An additional assay format has been described for 
estimating the affinity of peptides displayed by individu- 
ally selected phage clones. 44 Radiolabeled receptor is first 
allowed to bind to the phage-bome peptides in solution. 
A high concentration of competing peptide is then added 
to prevent further binding, and the dissociation of ra- 
diolabeled receptor is followed with time. With a mono- 
clonal antibody model system, a good correlation was 
observed between dissociation rates and the affinity of 
the peptide determined by solution methods. It has also 
been suggested that colony lifts with limited receptor 
concentration may allow discrimination of individual 
phage clones on the basis of their peptide's affinity. 66 
However, this method may be confounded by differential 
levels of expression of phage by different colonies. 

In summary, the successful identification of ligands from 
recombinant random peptide libraries depends not only 
on the nature and size of the libraries but also on effective 
screening strategies. Selection methods and assays of 
individual clones vary in their ability to select and detect 
lower affinity peptides and in the ease with which binding 
specificity can be determined. High-affinity ligands are 
most desirable, and initial conditions for screening of 
random libraries can be adjusted so that only high-affinity 
ligands are selected. However, for reasons stated above, 
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engineering selection and assay conditions to allow isola- 
tion and detection of lower affinity ligands may be generally 
a more reliable strategy. These initial peptides can serve 
as starting points for creating secondary recombinant 
peptide libraries or as leads for refinement by synthetic 
chemical combinatorial methods. 

Affinity Purification of Mixtures of Soluble Syn- 
thetic Compounds. Investigators have employed affinity 
purification methods to isolate ligands from mixtures of 
soluble peptides 26 ' 56 * 57 and oligonucleotides (RNA or 
DN A). 58-60 In the case of nucleic acid libraries, one takes 
advantage of the ability to enzymatically amplify the 
molecules resulting from affinity purification, and as with 
the recombinant peptide systems, multiple rounds of 
selection and amplification are used. Theoretical con- 
siderations in optimizing conditions for the selection of 
high-affinity oligonucleotides have been described. 61 The 
authors illustrate (by way of computer simulation) the 
importance of nucleic acid and receptor concentrations as 
well as the efficiency of separating specifically bound 
molecules. Computer simulations show that, under ideal 
conditions, rare high-affinity molecules can be isolated 
from large libraries with relatively few rounds of selection 
and amplification. There have been a number of examples 
of successful identification of high-affinity oligonucleotides 
using this process. 62 

Relatively little work has focused on the affinity 
purification of ligands from soluble peptide libraries. The 
isolation of ligands for an anti-gpl20 antibody from 
equimolar mixtures containing 19 or 32 peptides has been 
reported. 56 ' 57 More recently, the same antibody was used 
to capture ligands from four mixtures, each of 50 peptides, 
comprised of unnatural amino acids fused to an encoding 
L-amino acid peptide strand. 26 After affinity purification, 
the resulting pool of peptides selected was resolved by 
HPLC and each peak subjected to Edman sequencing and 
mass spectrometry analysis. A major limitation of this 
approach is the sensitivity of these analytical methods. 
Sufficientpeptide (>1-I0pmol) mustbe recovered in order 
to determine its sequence, requiring that each library 
member be present in relatively high amounts in the 
starting pool and that there be sufficient receptor available 
to isolate the requisite quantity of each of the high-affinity 
ligands. In addition, the method requires that selected 
peptide ligands be resolved chromatographically. While 
it seems unlikely that this methodology will be extended 
beyond libraries of modest size (less than a few thousand 
members), it may prove a useful technique for evaluating 
secondary (analog) libraries. The proposed approach of 
creating a library of soluble compounds with attached 
oligonucleotides tags may allow for the structural iden- 
tification of minute quantities of compounds isolated by 
affinity purification. 63 ' 64 

In theory, chromatography of compound mixtures using 
receptor columns should not only facilitate separation of 
nonbinding members of the library, but should also allow 
for the resolution of compounds on the basis of their 
receptor affinities. Work with various model systems has 
demonstrated that column retention time can be used as 
an index of affinity. 65 * 66 While columns of receptor target 
have been usfed in batch affinity purification methods, 
chromatography to resolve ligands of differing affinities 
has yet to be applied to screening combinatorial libraries. 
This method may be better suited to isolation of ligands 
of moderate affinity. 67 An additional limiting factor in 
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the use of chromatography may be the large amount of 
receptor required to generate enough theoretical plates to 
effectively resolve compounds. 

Binding of Receptors to Immobilized Ligands 

Various methods for creating libraries of compounds 
attached to solid supports (pins, beads, chips, etc.) have 
been outlined in part I. 1 Such libraries are screened by 
detecting the direct binding of a labeled receptor to an 
immobilized ligand. The identify of the ligand is either 
determined directly (by peptide sequencing or mass 
spectrometry), specified by its spatial location in an array, 
or deduced by reading an encoding tag. 

There are a number of important issues related to solid- 
phase binding assays with immobilized ligands. First, the 
ability of a receptor to interact with a tethered ligand may 
be influenced by the site or nature of its covalent 
attachment to the solid support. In all of the methods 
published to date, peptide ligands are attached to a linker 
and support via the carboxy terminus of the sequence. An 
obvious example of the limitation imposed by this mode 
of immobilization would be in screening against the 
G-protein-linked receptors of various peptide hormones, 
many of which require a free C-terminal carboxamide for 
activity. In such a case, it is likely that many peptide 
analogs that would bind when free in solution would be 
missed in an assay where the same peptides were im- 
mobilized via their C-termini. To circumvent this problem, 
it is advantageous to have several alternative sites of ligand 
attachment to the surface. Methods for tethering peptides 
through their N-termini have been identified. 68 It is likely 
that the issue of how best to tether molecules to surfaces 
will become even more important when dealing with 
libraries of small nonpolymeric organic compounds. 

The chemical nature of the linkage between the ligand 
and support may also affect the receptor-ligand interaction. 
One needs only to look at the variety of resins that are 
available for affinity chromatography to appreciate the 
importance of controlling the receptor-ligand interface. 
The types of linker groups that have been successfully 
employed in tethered library assays to date have been 
noted in part 1 of the series. Whether these linkers will 
generally provide for optimal presentation of compounds 
to other receptor systems remains to be seen. 

Immobilized ligand assays require that the receptor be 
labeled in a way that allows for highly sensitive detection 
of receptor binding. The receptor can either be labeled 
directly or a secondary labeled reagent with high affinity 
for the receptor can be used. To date, colorimetric 
enzymes, radioisotopes, and fluorophores have been used 
in labeling receptors or secondary reagents. The reagents 
must be labeled in a way that maintains the activity of the 
receptor, for instance, its ability to bind a natural ligand. 
This can be greatly facilitated by creating chimeric 
recombinant receptors that incorporate peptide epitopes 
of antibodies or peptide sequences for site-specific ra- 
dioactive phosphorylation 69 or site-specific biotinylation.^ 9 
Successful screening of libraries of immobilized synthetic 
ligands is dependent on the same types of issues as have 
been previously discussed with respect to evaluating 
recombinant peptide libraries: i.e., the affinity threshold 
for detection, the Ability to discriminate ligands on the 
basis of their affinities, and the ability to distinguish 
specific binding from nonspecific binding. Methods 
development in this area is in its infancy. In principle, it 
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. should be possible to exploit multivalent binding to detect 
lower affinity ligands. Multivalent receptors can be 
created by a number of methods, including genetic fusions 
to generate bivalent receptor/Fc fusions 70 or through the 
use of monoclonal antibodies or streptavidin to create 
cross-linked receptors capable of interaction with more 
than one immobilized ligand. Optimization of the density 
of immobilized ligands may be required in order to allow 
for multivalent binding. As has already been noted, it 
may be important to be able to isolate relatively low-affinity 
ligands in the initial screening of random libraries. These 
compounds can then serve as the basis for further library 
construction in which the goal is to improve ligand affinity. 

Affinity discrimination during the screening of either 
primary random libraries or secondary (analog) libraries 
is of obvious importance. There has been little published 
work on methodology in this area. In principle, low 
receptor concentrations, competing ligand-mediated dis- 
sociation, and/or stringent washing conditions can be 
utilized to identify the highest affinity ligands. Two issues 
complicate the use of such methods. The first is the 
likelihood that each pin, bead, or surface synthesis site 
does not contain the same amount of compound. With 
different compound loadings, one must be extremely 
cautious of using the absolute quantity of bound receptor 
as an index of a molecule's affinity. As new building- 
block and coupling chemistries are adapted to combina- 
torial formats, this may become a more significant problem 
than it is for high-yielding peptide chemistry. Another 
complicating feature of the immobilized ligand assay 
format is the fact that ligands of one particular kind are 
densely clustered on a surface. Both the association and 
dissociation rate constants of a receptor/ligand interaction 
are affected by surface ligand density. The binding of 
nearby ligands depletes the local receptor concentration 
and the association kinetics become diffusion limited. After 
dissociation, receptor rebinding is favored because of the 
high local-ligand concentration and the apparent dis- 
sociation rate is reduced. Theoretical and experimental 
analyses of these surface binding effects have been 
undertaken. 71 The impact that these surface binding 
kinetics will have on the ability to discriminate among 
library members on pins, beads, or glass surfaces remains 
to be seen. 

The information generated by screening immobilized 
ligand libraries differs among the various library formats. 
In the case of bead-based technologies, compounds 
exceeding a threshold affinity are sampled from a large 
pool of ligands. Positive information is obtained, i.e., that 
a particular ligand binds to the receptor. One cannot, 
however, draw conclusions about the binding affinity of 
nonselected ligands. The sampling size may not have been 
large enough to include all high-affinity ligands, or a high- 
affinity bead may have been missed by the affinity selection 
method [for example, fluorescence-activated cell sorter 
(FACS) selection] . By contrast, the multipin and VLSIPS 
technologies allow one to perform a parallel assay in which 
data is obtained on every compound that is synthesized. 
In principle, both positive and negative binding informa- 
tion can be exploited in the design of second-generation 
compounds. 

Incorporation $>f methods that assess the specificity of 
binding of ligands is an important aspect of screening 
random libraries. Screening immobilized ligands by direct 
receptor binding can lead not only to the identification of 
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ligands of interest (for instance, ligands that compete with 
the natural ligand) but also to ligands that bind to 
undesired portions of the receptor or to secondary detec- 
tion reagents. In the case of libraries of compounds on 
beads, it may be possible to remove undesired ligands in 
a subtraction step prior to screening for desired ligands. 
For compounds on pins or chips, it may be possible to 
make replicate arrays and test for total binding and 
nonspecific binding in parallel. Otherwise, sequential 
assays that first test for receptor binding of any kind, 
followed by an assessment of nonspecific binding will be 
required in order to correctly identify compounds that 
interact with the receptor in a desired manner. 

Testing the Activity of Libraries of Soluble 
Compounds 

The classical method of screening for a desired biological 
activity is to test soluble compounds one at a time in a 
competition binding assay, enzyme inhibition assay, or in 
a cell-based bioassay. Such approaches have been applied 
to library screening by releasing compounds synthesized 
on pins into microtiter wells, as described in section C of 
part 1 of this series. 1 A novel application of bead 
technology has recently been disclosed where compounds 
on individual beads are released locally onto a lawn of 
confluent mammalian cells and cause activation of cells 
in the area surrounding the bead. 72 The bead responsible 
for cell activation is isolated and a small amount of 
noncleaved peptide is sequenced to determine its structure. 
In both of these cases, the principal issue is whether enough 
compound is released to be detected by the assay. For 
pins, approximately 100 nmol of peptide can be released 
into a few hundred microliters of solution, while beads 
with diameters of ~ 100 fim can release on the order of 100 
pmol of peptide. 

Rather than assaying compounds individually, a second 
approach to screening soluble libraries is to assay com- 
pound mixtures. In addition to testing complex pools of 
soluble peptides {vide supra) , libraries of oligonucleotides 
have been successfully screened as soluble mixtures. 73 The 
most frequently used strategy for screening mixtures of 
soluble compounds with the goal of ultimately identifying 
single active molecules is based on the "mimotope* 
approach, detailed in part 1. The essence of this strategy 
is that degenerate pools of peptides (or other compounds) 
are resolved into their most active constituents by an 
iterative process of testing and resynthesis until a single 
sequence is identified as having high activity. A variation 
of the methodology (termed "bogus-coin strategy**) has 
also been described. 74 

There are a number of caveats to using this methodology 
for testing soluble compound mixtures. In practice, the 
results of each set of assays do not typically indicate a 
preference for a unique residue at any position within the 
sequence. Rather, comparable assay results may be 
obtained for several different amino acid substitutions 
and some decision must be made as to which of these 
partial solutions should be fully resolved. The number of 
peptide mixtures to be synthesized and tested in this 
protocol expands dramatically as the number of alternative 
sequences selected for complete resolution at each cycle 
is increased. Moreover, the deconvolution of different 
partial solutions may frequently produce divergent re- 
solved sequences, in part because the contribution of each 
amino acid to the peptide-receptor interaction is typically 



Perspective 

dependent on other non-neighboring residues within the 
ligand. The problem of identifying the most potent ligand 
in a complex mixture by this type of iterative pathway is 
exacerbated by the relative abundance of lower affinity 
ligands that represent local binding optima. 

Originally designed for identifying antibody ligands, the 
mimotope strategy has primarily been used for libraries 
of six to eight building blocks in length. It is not clear that 
ligands of this size will be optimal for other types of 
receptors (although success with opioid receptors 75 and 
other targets have been reported). As the length of the 
compounds in the library increases, resynthesis and testing 
of pools becomes more cumbersome. 

Perhaps the greatest limitation of this methodology is 
the fact that the activity of a given pool is based on the 
cumulative activity of all the compounds in the pool; i.e., 
pools with the same activity may contain many low-affinity 
compounds or a few high-affinity compounds. For this 
reason, the methodology is greatly facilitated if the minimal 
fragment having activity is comprised of the same number 
of building blocks as used in constructing each library 
member (e.g., a uniquely active tetramer is more easily 
resolved from a tetrapeptide library than a hexamer 
library). Alternatively, the identification of active peptide- 
(s) is facilitated if the receptor has specific requirements 
for a fixed position within a peptide ligand (e.g., the N or 
C termini). If neither of these conditions is true, it may 
be necessary to test many or all of the possible initial pools 
with two adjacent or nonadjacent fixed residues. This 
drastically increases the number of initial pools that need 
to be synthesized but increases the probability that a 
critical residue(s) is fixed in at least one pool to allow that 
pool to differentiate itself. It must be kept in mind that 
any pool identified as having the greatest activity may be 
composed of many moderately active compounds and that 
the most active compound(s) may reside in other pools. 

Testing of mixtures of soluble compounds is also limited 
by the concentration of individual test compounds that 
can be achieved in the initial pools. Pools containing as 
many as 160 000 different peptides have been tested with 
each member being present at ~ 10 nanomolar concentra- 
tion. 76 Because of limitations on the solubility of the total 
pool, the concentrations of individual compounds present 
in increasingly larger libraries must be correspondingly 
diminished. This will ultimately limit the ability to 
identify the activity of compounds with modest potencies. 

WhUethecurrentmetiiodsfortestingmixturesofsolubk 
compounds have certain drawbacks, screening soluble 
libraries does have the decided advantage of avoiding the 
problems associated with assaying tethered molecules in 
other combinatorial technologies. Conventional binding 
and enzyme and cell-based assays (including those with 
poorly defined biochemical targets) can be used to test 
the activity of soluble compounds. It is likely that in the 
future, encoding strategies will be employed to allow more 
facile screening of soluble molecules. In the simplest 
format, single encoded beads can be dispensed into 
microtiter wells. The compounds can then be released 
from the beads and tested for activity, with the identity 
of the most active compound(s) being deduced by decoding 
the tag attached to the bead(s). To test large libraries of 
soluble compounds, mixed pools of encoded beads can be 
created. At each round of testing, only a fraction of the 
compound is cleaved from each bead. Active pools of beads 
are pursued by further subdividing the beads, partially 
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releasing the compounds, and testing for activity. In the 
end, a single bead is identified with the greatest activity 
and the encoding tag is then read. 77 

C. Integration of Combinatorial Technologies for 
Drug Discovery and Future Directions of the 
Field 

Regardless of whether the objective is a broad discovery 
search or analoging a known lead, a key aspect in the 
successful application of combinatorial technologies to 
drug discovery is the requirement for having a closely 
linked, coordinated process for the integration of synthesis 
and screening. The creation and evaluation of molecular 
diversity are two sides of the same coin. It is still premature 
to speculate on which type of format will prove most 
suitable for a particular type of discovery/development 
problem. Over time, a cataloging of successes and failures 
will clarify this issue. In all likelihood, command of a 
collection of combinatorial tools willbe required for general 
success. One may imagine a "spectrum of molecular 
diversity" stretching from few to many molecules (see 
Figure 19). Serial synthesis (contemporary medicinal 
chemistry) operates on a few molecules (far right of chart) . 
We expect that each individual combinatorial tool/format 
will turn out to be most valuable within proscribed regions 
of numbers of molecules. Hence, recombinant peptide 
diversity is particularly suitable for generating and 
screening large libraries of >10 8 compounds. The VLSIPS 
chip technology, although capable of displaying vast arrays, 
is primarily an analoging tool and is most useful for 
evaluating lO^lO 4 compounds. The parallel organic 
synthesis methods of Hobbs DeWitt et aZ. 36 are applicable 
for tens of compounds. Encoded synthetic libraries appear 
to be relevant in broad diversity searching and may also 
prove useful in narrower optimization strategies. Given 
the repetitive nature of many of the manipulations required 
for library construction* an on-going priority will be to 
address the possibility of automating as many aspects of 
the generation/evaluation process as possible. Growth in 
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library size also impacts directly on the physical size of 
compound collections and on the amounts of target 
receptor required for screening. These pressures will 
continue to drive the field toward minaturization and 
exploitation of nanotechnologies. 

The power of combinatorial technologies in generating 
huge numbers of compounds suggests that in a lead- 
discovery mode, less preconceived bias need be brought 
to the process of making molecules. Another way of 
expressing this is as follows: let the numbers do the talking. 
Due to the time and effort required in serial approaches, 
each target molecule is selected with great care. Because 
of the relative ease in creating libraries, little risk is 
incurred, or effort expended, in allowing a wide variety of 
building blocks to participate in diversity generation. Since 
there is less up-front investment in any individual com- 
binatorially created molecule, the combinatorial chemist 
can afford to take more risks. We can think in terms of 
a portfolio of libraries which might be routinely applied 
to the initiation of a drug-discovery search. This is not 
dissimilar to selecting a preliminary screening sample of 
diversity from a large database of individual molecules. 

A related, but still immature, issue in combinatorial 
approaches to drug discovery revolves around the idea of 
"quantitation of diversity". An understanding of the 
concept of "measuring" molecular diversity could impact 
on designing libraries to contain maximal structural 
diversity. This notion has arisen previously in deciding 
which few representative, highly diverse compounds to 
select out of large database collections, when setting up 
groups of preliminary screening samples. The huge 
numbers involved in combinatorial approaches intensifies 
this issue. A number of interesting approaches to the 
diversity quantitation problem can be expected to emerge. 

One working drug-discovery paradigm might be based 
on initially employing a portfolio of biological diversity 
(peptide libraries) together with standard chemical librar- 
ies (various-sized cyclic peptides, cysteinyl-linked cyclics. 
etc.), peptides with carboxyl or carboxamide display, 
synthetic polymeric diversity, as well as large libraries of 
semirigid and acyclic small molecules prepared by COS. 
Over time, favored libraries and directions would be 
expected to emerge. As the sophistication of combinatorial 
organic synthesis grows, the origins of a molecular structure 
as either "combinatorially or serially derived" wQl gradually 
become transparent. 

Another area where considerable effort must be applied 
is in the registry of libraries and individual library 
members. It is unclear that library compounds should be 
registered and documented for testing in the same ways 
as serially produced compounds historically have been, 
but exactly what changes are necessary remain to be 
determined. Vast numbers of compounds have been and 
are being created; keeping track of these and their 
corresponding biological activities will require innovative 
database-management techniques. Additionally, nomen- 
clature needs to be developed by which one can simply 
express the constitution, scope, and nature of chemical 
libraries. Legal issues, including the patenting and 
documentating of libraries and their component members, 
will need to be pioneered. 

As repeatedly emphasized, it is obvious but imperative 
to have efficient means of evaluating the molecular 
diversity which is generated. Different assay techniques 
will be format specific. Assays must clearly discriminate 
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specific from nonspecific binding. Since in a broad 
screening mode, one is almost always sampling a small 
percentage of the entire universe of diversity (10 10 peptides 
are only 0.1 % of the universe of 10-mers), it is crucial that 
appropriate assay techniques be competent to detect 
modestaffinityligands. The identification of weak binders 
in any of the aforementioned approaches is very important 
and should lead directly to preparation of secondary 
libraries in which original "hits" will become the center- 
piece for more focused diversity creation. This is a 
consequential issue, since application of combinatorial 
technologies are best viewed as an iterative process and 
not a singular event. As the emphasis shifts to analog 
evaluation, assays must be capable of affinity discrimina- 
tion between closely related library members. The tools 
of molecular biology have permitted the molecular engi- 
neering of targets to serve the purposes of screening. The 
rapid introduction of targets into a screening mode will 
require generic techniques for their handling, and ma- 
nipulation of molecular targets by genetic engineering will 
continue to play a crucial role in marrying library 
evaluation and synthesis. Though combinatorial tech- 
nologies may soon prove their worth in the drug-discovery 
process by delivering new leads quickly and cheaply, in 
order to completely fulfill the promise of "making drugs", 
an important question will be whether some of the common 
major obstacles to drug development (e.g., cell penetration, 
bioavailability, pharmacokinetics, metabolism) can be 
productively addressed through the application of com- 
binatorial approaches (i.e., combinatorial drug develop- 
ment). 

In the coming years, cloning and sequencing of the 
human genome promises that an unprecedented abun- 
dance of newly discovered proteins will become available 
as potential drug targets. Gaining even more prominence 
than it now assumes will be the issue of discriminating 
among a myriad of receptors and enzymes to identify valid 
targets for drug discovery. The ability to access potent 
and specific ligands for these targets will guide this process 
by untangling the physiological relevance of endogenous 
biochemical pathways. Combinatorial methods will be 
called upon to provide such molecules to quickly and 
cheaply drive target validation. In this manner, the 
identification of leads will benefit from a significant, but 
hidden, benefit which emerges from combinatorial screen- 
ing; hits derived from chemical libraries should be readily 
amenable to combinatorial analoging. 

Certain drug targets may present more or less of a 
historical precedent with respect to the likelihood of 
successfully identifying a tight binding ligand through the 
use of known pharmacophores. For example, the search 
for specific enzyme inhibitors may be facilitated by the 
intentional enrichment in the combinatorial synthetic 
process of building blocks containing known inhibitory 
pharmacophores. Particularly important or common types 
of drug targets may justify having on hand special libraries 
which are somewhat specific (i.e., a peptidyl hydroxy- 
ethylamine library for aspartyl- and metalloprotease 
inhibition 7 *-* 0 ). On the other hand, in areas where there 
is less current information (e.g., antagonism of protein- 
protein or carbohydrate-protein interactions), a wider 
scope of diversity search should be taken until consistent 
patterns begin to emerge. In the case of newer, less 
explored target groups, combinatorial technologies can 
be expected to assist in unearthing new pharmacophore 
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classes and to help establish an understanding of drug 
design for new types of targets. 

Combinatorial technologies diverge sharply from his- 
torical precedent through a change in emphasis from the 
consideration of individual molecules to thinking m terms 
of populations of molecules. A common, but false, intuitive 
believe is that combinatorial chemistry is necessarily a 
random, screening search; the antithesis of rational drug 
design. In fact, all libraries are biased in some ways. All 
drug company compound files are biased by the historical 
programs of that institution, since a disproportionate share 
of compounds of particular types will have been deposited. 
The notion of intentionally biasing a chemical library is 
a form of drug design, but again not applied to individuals 
but rather to groups or populations of molecules. If a 
scientist hypothesizes on the basis of structural information 
that the current lead molecule contains a type II /3-turn 
motif, then rather than performing two or three serial 
tests of this idea, the combinatorial chemist might create 
a library of narrow diversity utilizing a basis set of 0-turn 
mimetics and thus interrogate many slightly different 
regions of conformational space simultaneously. The drug 
design of populations versus individuals is analogous to 
fishing with a net rather than just a hook. As more 
knowledge of workable strategies for combinatorial syn- 
thesis are understood, it is expected that structural and 
computational input and other rational design information 
will be integrated into a broad combinatorial medicinal 
chemistry approach. 

Gaining a full appreciation of the issues and difficulties 
which must be surmounted in order to perform useful 
combinatorial organic synthesis will initially be a relatively 
slow process, especially because the important strategies 
and decision points differ so markedly from traditional 
organic synthesis. Retrocombinatorial analysis of existing 
pharmacophores and other important structures should 
assist in decision making; both in choosing routes of 
forward synthesis and in synthetic target selection. If 
combinatorial techniques are indeed to become a useful 
shortcut to new leads and optimized compounds, then 
one key implied goal of combinatorial organic synthesis 
is to intersectthe pathway of modern medicinal chemistry 
upon which compounds move from the early discovery 
stages to clinical candidacy. Rich incentives await those 
who are able to mass produce important biologically active 
molecules quickly and cheaply. Not surprisingly, an 
aggressive, worldwide effort to understand and master this 
field has already begun. 

This Perspective has been restricted to a consideration 
of the impact of combinatorial technologies on medicinal 
chemistry/drug discovery and development. From the 
point of view of applicability of the technologies, this is 
an artificially narrow view. Combinatorial processes will 
become important in diagnostic medicine, 81 agricultural 
chemistry, food chemistry, immunology, molecular biology, 
polymer studies, inorganic synthesis, and many other 
fields. Though the field of "combinatorial chemistry" is 
chronologically a new enterprise, the evolution of thought 
in this fertile area continues to outrace the experimental 
reduction to practice of many ideas. One may reasonably 
ask w why are^ombinatorial technologies happening now? w . 
The answer is probably complex and beyond the scope of 
this Perspective. Nevertheless, the explosive recent 
interest in the application of combinatorial technologies 
to drug discovery is symptomatic of an idea whose time 
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has come. Because the issues which confront the medicinal 
chemist differ so radically from historical approaches, the 
combinatorial field will no doubt continue to provide 
impetus and stimulation for the formulation of new 
concepts and ideas. 
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[Ag(CH 2 Cl 2 ) 2 ] 2 [Pd(OTcF 5 ) 4 ] (2.775 (2)-2.882 (2) A). 10 

The most significant feature of the structure is the absence of 
Ag-O bonds, which are present in [Ag(CH 2 Cl 2 ) 2 ] 2 rPd(OTcF 5 ) 4 ], 10 
AgB(OTeF 5 ) 4 , ,,b and [Ag(CO)][B(OTeF 5 ) 4 ]. ud Instead, each 
[Ag(CH 2 C! 2 ) 3 ] + cation is only extremely weakly coordinated to 
the Ti(OTeF 3 ) 6 2 - anion by two Ag-F contacts of 3.029 (8) and 
3.033 (6) A. For comparison, the Ag-F distances in AgSbF 6 20 
and AgF 21 are 2.62 and 2.467 (3) A, respectively, and the sum 
of the van der Waals radii for silver and fluorine is 3. 1 5 ± 0.08 
A. 22 The relative strength of anion binding to Ag + is also evident 
in the number of dichloromethane molecules coordinated to 
Ag + — three in [Ag(CH 2 Ci 2 ) 3 ] 2 [Ti(OTeF 5 ) 6 ] but only two in 
[Ag(CH 2 Cl 2 ) 2 ] 2 [Pd(OTeF 5 ) 4 ]. 

In contrast with the B(OTeF 5 )r anion, nb Nb(OTeF 5 ) 6 ' does 
not undergo rapid exchange with labeled OTeF 5 ~ in the presence 
of electrophilic cations such as H* and Ag + . For example, when 
[TBA][Nb( ,6 OTeF 5 ) 6 ] and H l8 OTeF 5 were mixed in dichloro- 
methane at 22 °C, IR spectra showed that isotope scrambling was 
only 22% complete after 47 h. The presence of a larger cation 
had an even more dramatic effect: when AgNb( I6 OTeF 3 ) 6 and 
Ag I8 OTeF 5 were mixed in dichloromethane at 22 °C, no exchange 
was observed after 72 h. On the basis of the structure of [Ag- 
(CH 2 Cl 2 ) 3 ] 2 [Ti(OTeF 5 ) 6 ), we propose that electrophiles larger 
than H + cannot form bridge bonds to the oxygen atoms of Nb- 
(OTeF 5 ) 6 ". Without such bridge bonds, abstraction of OTeF 5 " 
by even the strongest electrophiles will not occur rapidly. Thus, 
steric hindrance causes a kinetic stabilization of Nb(OTeF 5 ) 6 " (and 
presumably of other structurally related anions as well) in the 
presence of electrophilic cations. 

Our new silver salts are freely soluble in weakly coordinating, 
low dielectric solvents such as chlorinated hydrocarbons and 
chlorofluorocarbons. For example, the solubility of Ag 2 Pd(0- 
TeF 5 ) 4 in dichloromethane at 22 °C (< ~ 9.1) is only 0.35 M, 10 
while the solubility of Ag 2 Ti(OTeF 5 ) 6 is many times higher (in 
fact, its solubility is sufficiently high that measuring it quanti- 
tatively has been problematic). An even more striking example 
of solubilizing ability is evident when comparing solubilities in 
CFC-1 13 at 22 °C (< 2.4): AgOTeF 5 , insoluble; AgB(OTeF 5 ) 4) 
0.004 M; AgNb(OTeF 5 ) 6 , 0.4 M. 

The anions Nb(OTeF 5 ) 6 - and Ti(OTeF 5 ) 6 2 - have the potential 
of being less coordinating, more stable in the presence of elec- 
trophilic cations, and more solubilizing than any previously re- 
ported anions. Detailed comparisons with anions such as B- 
(3,5-C 6 H 3 (CF 3 ) 2 ) 4 -and CBi,H,f will be reported in a full article. 
The use of Nb(OTeF,) 6 -, Ti(OTcF 5 ) 6 2 -, and other very large, 
highly fluorinated anions for the preparation, isolation, and 
complete characterization of "coordlnatively unsaturated" metal 
and metalloid cations remains an active endeavor in this laboratory. 
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Very powerful methods have recently been developed for the 
combinatorial synthesis of large libraries of peptides which are 
then screened against a specific receptor or enzyme in order to 
determine the optimal peptide sequence for high affinity to that 
receptor or enzyme. 1 Unfortunately, peptides have limited utility 
as bioavailable therapeutic agents because they generally cannot 
be taken orally and have rapid physiological clearing times. The 
combinatorial synthesis and screening of bioavailable organic 
compounds would be a powerful extension of this approach. In 
this communication we report a general method for the expedient 
solid-phase synthesis of 1,4-benzodiazepine derivatives, 2 the critical 
first step in the combinatorial synthesis and screening of one of 
the most important classes of bioavailable therapeutic agents. 3 
Because benzodiazepines are not polymers like the peptides and 
oligonucleotides that have previously been synthesized on solid 
support, 4 this report also demonstrates an important extension of 
solid-phase synthetic methods from the synthesis of biopolymers 
to the synthesis of nonpolymeric organic compounds. 5 

The 1,4-benzodiazepine derivatives are constructed on solid 
support from three separate components: 2-aminobenzophenones, 
amino acids, and alkylating agents (Scheme I). The 2-amino- 
benzophenone derivatives 1 are first attached to the polystyrene 
solid support through either a hydroxy or carboxylic acid func- 
tionality employing the acid-cleavable linker [4-(hydroxy- 
methyl)phenoxy]acetic acid. 6 Synthesis of the benzodiazepine 
derivative on solid support then proceeds by removal of the FMOC 
protecting group from 2 by treatment with piperidine in DMF 
followed by coupling the resulting unprotected 2-aminobenzo- 
phenone to an a-A'-FMOC-amino acid (Scheme I). Amide bond 
formation does not occur when the standard activation methods, 
employed in solid-phase peptide synthesis are used (for example, 
carbodiimides and hydroxybenzotriazole or pentafiuorophenyl 
active esters); however, treatment of the 2-aminobenzophenone 
with a methylene chloride solution of the a-/V-FMOC-amino acid 
fluoride 7 in the presence of the acid scavenger 4-methyl-2,6-di- 
ferf-butylpyridine results in complete coupling to provide amide 
3. The coupling conditions are suitable even for unreactive am- 
inobenzophenone derivatives since complete coupling is observed 
for a derivative of 2 which contains both the p-chloro and the 
m-carboxy deactivating substituents (see 6i and 6j in Table I). 

(1) (a) Fodor, S. P. A.; Read, J. L.; Pirrung, M. C; Strycr, L.; Lu, A. T.; 
Solas, D. Science 1991, 251, 767-773. (b) Lam, K. S.; Salmon. S. E; Hersh, 
E. M.; Hruby, V.J.; Karmterski, W. M.; Knapp, R. J. Nature 1991, 354, 
82-84. (c) Houghten, R. A.; Pinilla, C; Blondelles, S. E,; Appel, J. R.; 
Dooley, C. T.; Cuervo, J. H. Nature 1991, 354, 84-86. (d) For a survey of 
these and other methods, see: Jung, G.; Beck-Sickinger. A. G. Angew. Chem., 
Int. Ed. Engl. 1992, 31, 367-383. 

(2) Camps, F.; Cartclls, J.; Pi J. An Quim. 1974, 70(H), 848-9. 

(3) Selected 1,4-benzodiazepine therapeutic agents or promising candi- 
dates: anxiolytics, hypnotics, and antiepileptics, Sternbach, L. H. J. Med. 
Chem. 1979, 22, 1-7; cholecystokinin antagonists, Evans, B. E.; et al. /. Med. 
Chem. 1988. 31, 2235-2246; opioid receptor antagonists, Romcr, D.; et al. 
Nature 1982, 298, 759-760; HIV Tat antagonist, Hsu. M.-C. Science 1991, 
254, 1799-1802; HIV reverse transcriptase inhibitor, Pauwels, R.; et al. 
Nature 1990, 343, 470-474; platelet activation factor antagonist, Miyazawa, 
S.: et al. Chem. Pharm. Butt. 1992, 40 (2), 521-523 (thienodiazepine deriv- 
ative). 

(4) (a) Borany, G.; Merrifield, R. B. In The Peptides; Gross, E., Meien- 
hofer, }., Eds.; Academic Press: New York, 1980; Vol. 2, pp 1-284. (b) 
Dorman, M. A.; Noble, S. A.; McBride, L, J.; Caruthers, M. H. Tetrahedron 
1984, 40, 95-102. 

(5) Leznoff, C. C. Acc. Chem, Res. 1978. //. 327-333. 

(6) Shcppard, R. C: Williams, B. J- Int. J. Pept. Protein Res. 1982, 20, 
451-454. Full experimental details for coupling the 2-aminobenzophenonc 
derivatives to the solid support arc described in the supplementary material. 

(7) Carpino, L. A.; Sadai-Aalaee, D.; Chao, H. G.; DeSetms, R. H. J. Am. 
Chem. Soc. 1990. 112, 9651-9652. 



0002-7863/92/1514-10997S03.00/0 © 1992 American Chemical Society 



J. Am. Chem. Soc. 1992, 114, 10998-10999 



10998 
Scheme I" 



NHFMOC 




"(a) Sec supplementary material; (b) 20% piperidine in DMF; (c) 
A^-FMOC-amino acid fluoride, 4-methyl-2,6-di-re^-butylp>Tidme; (d) 
5% acetic acid in DMF, 60 °C; (e) lithiated 5-(phenylmethyl)-2-oxa- 
zolidinonc in THF, -78 *C, followed by alkylating agent and DMF; (f) 
TFA/H 2 0/Mc 2 S (95:5:10). 



Table I. 1 ,4- Benzodiazepine Derivatives 6 (Scheme I) 



entry 








derivative 




yield 
(%)* 




R A 


R B 


R c 


R D 


6a 


4' 


•OH 


5-Ci 


CH 3 


H 


95 


6b 


4' 


-OH 


5-Ct 


CH 3 


CH 3 


100 


6c 


4' 


-OH 


5-CI 


CH] 


CH 2 CH 3 


97 


6d 


4' 


-OH 


5-CI 


CH 3 


CH 2 CHCH 2 


90 


6e 


4' 


-OH 


5-CI 


CH(CH 3 ) 2 


CH 2 CH 3 


85 


6f 


4' 


-OH 


5-CI 


CH 2 C0 2 H 


CH 2 CH 3 


95 


6g 


4' 


-OH 


5-CI 


(CH 2 ) 4 NH 2 


CH 2 CH 3 


95 


6b 


4' 


-OH 


5-CI 


CH 2 Ph(4-OH) 


CH 2 CH 3 


98 


6i 






4-C0 2 H,5-Cl 


CH 2 Ph 


CH 3 


100 


6j 






4-C0 2 H,5-CI 




CH 2 Ph 


93 



"Yields are based on support-bound starting material 2. 



The FMOC protecting group in 3 is then removed by treatment 
with piperidine in DMF. Exposure of the resulting free amine 
to 5% acetic acid in DMF provides the cyclic product 4. Complete 
cyclization is observed in the synthesis of 1,4-benzodiazepine 
derivatives with various steric and electronic properties (Table 
I), again demonstrating that general conditions have been iden- 
tified for the solid-phase synthesis of diverse benzodiazepine de- 
rivatives. 

Alkylate of the anilide of 4 then provides the fully derivatized 
1,4-benzodiazepine 5 (Scheme I). Ideally, an excess of the base 
would be employed to achieve complete deprotonation and al- 
kylation of the anilide, but employment of excess of commonly 
used bases such as LDA or NaH would result in deprotonation 
and subsequent alkylation of acidic functionality present elsewhere 
in the molecule. To maximize synthesis generality we therefore 
chose to employ lithiated 5-(pheny!methyl)-2-oxazolidinone 8 as 
the base since it is basic enough to completely deprotonate the 
anilide of 4, but not basic enough to deprotonate amide, carbamate, 
or ester functionalities. Upon deprotonation of 4, the appropriate 
alkylating agent is added followed by addition of anhydrous DMF 
to accelerate the alkylation reaction. By employing these con- 
ditions 1,4-benzodiazepine derivatives containing esters and 
carbamates have been alkylated in high yields on solid support 
with no overalkylation observed (compounds 6f and 6g in Table 
I where side chains were protected as a /erf-butyl ester and a 
ferr-butyl carbamate, respectively). Complete alkylation is ob- 
served for both activated alkylating agents such as methyl iodide 
and benzyl bromide and unactivated alkylating agents such as ethyl 
iodide. 

The benzodiazepine product 5 is cleaved from the support with 
concomitant removal of acid-labile protecting groups by exposure 
to 85:5:10 trifluoroacetic acid/water/dimethyl sulfide. Employing 
this reaction sequence we have synthesized multiple structurally 
diverse benzodiazepine derivatives 6 in very high overall yields 
(Table I). In addition, racemization does not occur during the 



reaction sequence as determined by chiral HPLC analysis of the 
benzodiazepine derivatives 6a and 6c prepared from both (/?)- 
and 0S)-W-FMOC-alanine (Table I). 9 With the employment of 
this general and expedient solid-phase synthesis methodology, the 
construction and screening of a large combinatorial library of 
benzodiazepine derivatives are currently in progress and will be 
reported shortly. The solid-phase synthesis of other classes of 
therapeutically important organic compounds is also under in- 
vestigation and will be reported in due course. 

Supplementary Materia] Available: Listings of experimental 
procedures for attaching the aminobenzophenone derivatives to 
the solid support and for the solid-phase synthesis of the benzo- 
diazepine derivatives, including analytical data for all of the 
1,4-benzodiazepine derivatives and intermediates (8 pages). 
Ordering information is given on any current masthead page. 



(8) The pX, of 5-(phenylmethyl)-2-oxazolidinone is 20.5 in DMSO as 
determined by Bordwell. Evans, D. A.; et al. J. Am. Chem. Soc. 1990, 112, 
401 1-4030. Lithiated 5-(phcnylmethy])-2-oxazolidinone is employed rather 
than unsubstituted 2-oxazolidinone due to its greater solubility in tetra- 
hydrofuran. 
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The Lewis acid mediated cleavage of chiral acetals has been 
the subject of numerous investigations over the past several years 
and is a useful tool for the asymmetric synthesis of carbon-carbon 
bonds. 1 With allylsilanes 2 and allylstannanes 3 as nucleophiles, 
this reaction can provide chiral ethers with diastereoselectivities 
ranging from 5:1 to > 500:1. The origin of this selectivity has been 
studied, mostly by studying the behavior of model acetals, 4 but 
these studies are inconclusive because the behavior of the model 
compounds is known to vary with minor variations in the structure 
of the acetals. 5 We wish to report the results of a more direct 
approach to studying the reactivity of chiral acetals which utilizes 
the stereospecifically deuterated acetal 1* (Table I) to determine 
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R. D. J. Am. Chem. Soc. 1976, 98, 6188. McNamara, J. M.; Kishi, Y. J. 
Am. Chem. Soc. 1982, 104, 7371. Sekizaki, H.; Jung, M.; McNamara, J. M.; 
Kishi, Y. J. Am. Chem. Soc. 1982, 104, 7372. For a recent review of the 
chemistry of chiral acetals, see: Alexakis, A.; Mangeney, P. Tetrahedron: 
Asymmetry 1990, /, 477. 

(2) Johnson, W. S.; Crackett, P. H.; Elliot, J. D.; Jagodzinski, J. J.; Lindcl, 
S. D.; Natarajan, S. Tetrahedron Lett. 1984, 2$, 3951. 

(3) Denmark, S. E.; Almstead, N. G. J. Org. Chem. 1991. 56, 6485. 

(4) For previous mechanistic studies of this type of acetal opening, see: (a) 
Bartlett, P. A.; Johnson. W. S.; Elliott, J. D. J. Am. Chem. Soc. 1983, JOS, 
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1984, 25, 591. (c) Mori. A.; Fujiwara, J.; Maruoka, K.; Yamamoto. H. J. 
Organomet. Chem. 1985, 285, 83. (d) Maruoka, K.; Yamamoto, H. Angew. 
Chem., Int. Ed. Engl. 1985, 24, 668. (e) Yamamoto, Y.; Nishi, S.; Yamada, 
J. J. Am. Chem. Soc. 1986, 108, 7116. (0 Silverman, R.; Edington, C; Elliot, 
J. D.; Johnson, W. S. J. Org. Chem. 1987, 52, 180. (g) Murata, S.; Suzuki, 
M.; Noyori, R. Tetrahedron 1988, 44, 4259, (h) Schretber, S. L.; Wang, Z. 
Tetrahedron Lett. 1988, 29, 4085. (i) Denmark, S. E.; Willson, T. M.; 
Almstead. N. G. J. Am. Chem. Soc. 1989, ///, 9258. (j) Mori, I.; Ishihara, 
K.; Flippin, L. A.; Nozaki, K.; Yamamoto, H.; Bartlett, P. A.: Heathcock. 
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1992, 57, 2997. 
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ABSTRACT Solid-phase chemistry, organic synthesis, and 
an apparatus for multiple, simultaneous synthesis have been 
combined to generate libraries of organic compounds ("diver- 
somers"). Arrays of compounds were synthesized over two to 
three steps incorporating chemically diverse building blocks on 
a polystyrene-based solid support in a multiple, simultaneous 
manner. The generality of this approach is illustrated by the 
syntheses of dipeptides, hydantoins, and benzodiazepines. 



Recent advances in robotics, miniaturization, and automa- 
tion have resulted in the development of rapid, high through- 
put biological screening assays, which can quickly exhaust 
available sources of chemical diversity. Driven by these 
advances in biological testing, several methods of generating 
chemical diversity, primarily peptide- or nucleotide-based 
oligomer libraries, have been developed using multiple, si- 
multaneous chemical synthesis (1-4) or molecular biology 
techniques (5-7). 

While undeniably useful in chemical lead discovery, these 
oligomer libraries are limited. The chemical leads discovered 
from these libraries still require extensive modifications to 
produce suitable drug candidates due to the general unsuit- 
ability of peptides or oligonucleotides as stable, orally active 
drugs. Furthermore, the available chemical fragments, or 
building blocks, are generally limited, even allowing for the 
use of unnatural enantiomers or artificial amino acids and 
modified nucleotides. Finally, these oligomeric libraries con- 
tain a repetitive backbone linkage, either amides or phos- 
phates, which is contrary to the concept of diversity. 

Recently, Simon et al (8) reported the development of 
oligomeric N-substituted glycines as motifs for the generation 
of compound libraries. Although these libraries offer several 
advantages over peptide or oligonucleotide libraries — for 
example, different structural variations, reduced susceptibil- 
ity to hydrolysis, and the incorporation of achiral building 
blocks — they still suffer from a repetitive amide motif. One 
method for the synthesis of nonpeptide, nonoligomeric com- 
pounds was recently reported by Bunin and EUman (9) for the 
solid-phase synthesis of 1,4-benzodiazepine derivatives. 
Their method, however, is limited by requisite introduction 
of auxiliary functionality (e.g. , hydroxy or carboxylic acid) in 
the target molecule to facilitate attachment to the solid 
support. Furthermore, no apparatus or method for multiple, 
simultaneous synthesis is described. 

True chemical diversity is only achievable by removing the 
restrictions on the bond-forming reactions and building 
blocks used. The resulting compound libraries would have 
the same advantages and uses as oligomer-based libraries 
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with the added benefit that the target structures are limited 
only by the chemists' creativity. 

We have developed an apparatus and method for the 
multiple, simultaneous synthesis of organic compounds to 
create unique collections of compounds, which we call "di- 
versomers." This apparatus and method greatly increases the 
flexibility and diversity of structures that can be produced by 
multiple, simultaneous synthesis technology. The target 
compounds are simultaneously, but separately, synthesized 
on a solid support in an array format (Fig. 1) to generate an 
ensemble of structurally related compounds. Using this di- 
versomer method, we have simultaneously synthesized and 
characterized 40 discrete hydantoins and 40 discrete benzo- 
diazepines. The benzodiazepines were then screened in a 
competitive binding assay to ascertain biological activity. 

MATERIALS AND METHODS 

Apparatus. An apparatus suitable for multiple, simultane- 
ous synthesis on a solid support is represented in Fig. 2. The 
key feature of the apparatus is the use of a gas dispersion 
tube, which we refer to as a "pin,** to physically contain the 
solid support (resin) during the reactions. This concept of 
"resin in a pin'* is contrasted to current solid-phase multiple, 
simultaneous synthesis technology, which contains the resin 
in a reservoir well (10, 11) ("resin in a well") or on a 
polypropylene rod (12) ("resin on a pin"). Our design over- 
comes several disadvantages including limited amounts of 
final products («1 mg), the inability to produce soluble 
products, difficulties in manipulating solid supports, and, in 
particular, the general unsuitability for normal organic syn- 
thesis techniques. The fritted glass filters serve to contain the 
solid support, allow efficient mixing between reactants in the 
reservoir wells and the resin in the frit, and facilitate sepa- 
ration of the resin-bound intermediates from excess reagents, 
solvents, and by-products. The holder block serves to secure 
the pins and provides a means for simultaneously manipu- 
lating the array as a single unit. The reservoir block is 
constructed with an array of reaction wells that accommodate 
the fritted glass filters, while concurrently retaining a quan- 
tity of reactant necessary to perform the required reactions. 
Separate reaction wells allow individual reactions to be 
executed and monitored, while maintaining the integrity of 
filtrates, intermediates and final products corresponding to 
each location in the array. The manifold encloses the upper 
portion of the pins, allowing control over the reaction atmo- 



Abbreviations: Fmoc, 9-fluorenylmethoxycarbonyI; ISTD, internal 
standard; TFA, trifluoroacetic acid; DM. , W,A^dimethylforma- 
mide; Boc, f-butyoxycarbonyl; SAR, stnicture-activity relationship; 
meq, nulHequivalent(s). 

•To whom reprint requests should be addressed. 

^Present address: ISIS Pharmaceuticals, Carlsbad, CA 92008. 

♦Present address: Sphinx Pharmaceuticals, Cambridge, MA 02139. 



6909 



6910 Chemistry: DeWitt et al. 



Ptoc. Natl Acad. Sci USA 90 (1993) 



Building 
Block #1 


ABC 


Building Block 
ABC 


#2 

ABC 


1 


1AX 1BX 1CX 


1AY 1BY 1CY 


1AZ 1BZ 1CZ 


2 


2AX 2BX 2CX 


2AY 2BY 2CY 


2AZ 2BZ 2GZ 


3 


3AX 3BX 3CX 


3AY 3BY 3CY 


3AZ 3BZ 3CZ 




X 


Y 

Building Block 


Z 

#3 



Fig. 1. Two sets of building blocks (1-3 and A-C) undergo a 
single bond forming reaction to give nine elements (molecules). A 
third set of building blocks (X-Z) and a second reaction will provide 
27 elements. 

sphere. Extended pins can serve as condensers when a 
chilled gas is circulated through the manifold, thus providing 
a means to maintain reflux. The apparatus is secured with 
gaskets and clips to create a gas-tight unit. Reagents can be 
added directly into the pins by injection through a gasket- 
sealed plate at the top of the manifold. Due to the heteroge- 
neous nature of these reactions, agitation is critical to success 
and can be achieved by rotational platform shaking, magnetic 
stirring, or preferably by sonication. 

Automation. A Tecan model 5032 robotic sample processor 
(Tecan U.S., Research Triangle Park, NC) was used to 
perform all of the liquid sample handling and TLC spotting. 

General Synthesis. 9-Fluorenylmethoxycarbonyl (Fmoc)- 
protected amino acid p-alkoxybenzyl alcohol resins [Wang 
resins (13), 200-400 mesh, 1% crosslinked with divinylben- 
zene, 0.37-0.60 miiliequivalent (meq)/g], hydroxymethyl 
resin (200-400 mesh, 1% crosslinked with divinylbenzene, 
1.04 meq/g), and f-butoxycarbonyl (Boc)-protected amino 
acid Merrifield resins (200-400 mesh, 1% crosslinked with 
divinylbenzene, 0.57-0.89 meq/g) were obtained from 
Bachem. Other chemicals and solvents were obtained from 
Aldrich and EM Science and were used without further 
purification. All synthetic compounds and intermediates 
gave satisfactory l H NMR and MS. Gas chromatography was 
performed on a Varian model 3400 instrument. 

The standard-array synthesis cycle begins with weighing 
an appropriate amount of solid support into each pin and 
fitting the pins into the holder block equipped with gaskets. 
The manifold and the reaction wells are attached, and a 
positive flow of nitrogen is maintained throughout the total 
reaction sequence. The resins are swelled in the first reaction 
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Fig. 2. The apparatus consists of an array of gas dispersion tubes 
(pins), a reservoir block with multiple reaction wells, a holder block, 
a manifold, and gaskets. 



solvent and are drained by gravity in preparation for the first 
reaction cycle. Reagents are dispensed, as appropriate, into 
clean reaction wells or directly into the pins through the 
gasket-sealed plate at the top of the manifold. The apparatus 
is heated, cooled, and agitated as necessary to complete or 
equilibrate the reactions. Reaction times are determined from 
preliminary validation studies and/or monitoring of filtrates 
during the course of the reaction [GC or HPLC in conjunction 
with internal standard (ISTD) calibration methods]. At the 
end of each reaction the pins are subjected to a series of wash 
cycles to remove residual solvents, reagents, and by- 
products. A standard wash protocol includes sequentially 
submerging the pins in 2 x 3-5 ml each of N,N- 
dimethylformamide (DMF), methanol, water, water/dioxane 
(1:1), dioxane, and CH 2 C1 2 , followed by agitation by sonica- 
tion for 10-15 min, and finally draining by gravity and 
nitrogen purge. The efficiency of the wash cycles is moni- 
tored by TLC or GC/ISTD of the wash filtrates. 

Synthesis of Hydantoins. Forty discrete hydantoins were 
synthesized by deprotecting, then treating each of eight 
amino acid resins with each of five isocyanates. This three- 
step synthesis creates an array with eight variations in step 
two and five variations in step three to generate a 40-unit (8 
x 5) two-dimensional array (Fig. 3, data not shown). 

Approximately 95-105 mg each of seven Fmoc-protected 
amino acid Wang (13) resins (phenylalanine, glycine, isoleu- 
cine, leucine, alanine, valine, and tryptophan) and 95-105 mg 
of Boc-protected diphenylglycine (prepared by condensation 
with hydroxymethyl resin) was measured into 40 pins. The 
resins were swollen with 3 ml of DMF. 

To deprotect the Fmoc-amino acids, the appropriate pins 
were submerged in reaction wells containing 3 ml each of 25% 
(vol/vol) piperidine/DMF with an ISTD (anthracene). To 
deprotect the Boc-amino acids, the appropriate pins were 
submerged in reaction wells containing 3 ml each of 50% 
(vol/vol) trifluoroacetic acid (TFA)/DMF. The apparatus 
was agitated for 6 hr in a sonic bath, and the reaction progress 
was monitored by analyzing aliquots of the filtrates for the 
Fmoc-piperidine adduct and dibenzofulvene by GC/ISTD 
calibration methods. 

Resin-bound ureas were synthesized by submerging the 
appropriate pins in reaction wells containing 3 ml each of the 
appropriate isocyanate in DMF (5-20 eq), with an ISTD 
(anthracene). The apparatus was agitated in a sonic bath for 
6 hr, and the reaction was monitored by derivatization of a 
sample of the filtrate with an appropriate amine or alcohol, 
followed by analysis by GC/ISTD calibration methods. 

To cyclize and cleave the final hydantoins from the solid 
support, the pins were submerged in reaction wells contain- 
ing 3 ml each of 6 M aqueous HC1. The apparatus was heated 
in an oil bath at 85-100°C for 2 hr, while maintaining a 
positive chilled nitrogen flow through the manifold. 

To isolate and purify the products, the pins were sub- 
merged in reaction wells, each containing 3 ml each of 
methanol. The apparatus was agitated in a sonic bath for 
10-15 min to extract the hydantoins from the resins. The 
methanol extraction protocol was repeated three times, until 
the filtrates were free of any organic components, as deter- 
mined by TLC. The HC1 and methanol filtrates were con- 
centrated on a Speed- Vac instrument to afford 39 of the 40 
desired hydantoins as the HC1 salts. A total of 0.3-11.5 mg 
corresponding to 4-81% yield of the desired hydantoins was 
isolated and analyzed by TLC, MS, and l H NMR. 

Synthesis of Benzodiazepines. Forty discrete benzodiaz- 
epines were synthesized by treating each of five amino acid 
resins with each of eight 2-amino benzophenone imines. This 
two-step synthesis created an array with five variations in 
step one and eight variations in step two to generate a 40-unit 
(8 x 5) two-dimensional array (Fig. 4 and Table 1). 
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TFA or Piperidine 



NHR 



R=FMOC or BOC 



R 3 NCO 




Fig. 3. General route for synthesis of hydantoins. 



Five Boc-protected amino acid Merrifield resins (alanine, 
glycine, phenylalanine, tryptophan, and valine) were depro- 
tected in bulk (1-5 g), using TFA/CH 2 C1 2 , 1:1, at 25°C 
overnight. The resins were washed with dioxane and CH 2 C1 2 , 
then dried under vacuum, and used directly as the TFA salts. 

Approximately 99-107 mg each of five-amino acid Merri- 
field resins prepared above was measured into 40 pins. The 
resins were swollen with 3 ml each of CH 2 C1 2 - 

To form the resin-bound imines, the pins were submerged 
in reaction wells containing 3 ml each of the appropriate 
2-aminobenzophenone imines (3-6 eq) in dichloroethane and 
heated at 60°C (oil-bath temperature) for 24 nr. The pin array 
was then drained and washed by repeatedly dispensing 4-ml 
portions of CH 2 C1 2 through the aperture at the top of each pin 
12 times, until the washes were no longer colored. 

To cycltze and cleave the benzodiazepines from the solid 
support, the pins were submerged in reaction wells contain- 
ing 3 ml each of 100% TFA. The apparatus was submerged in 
an oil bath (60°C) and heated for 20 nr. 

To isolate and purify the final products, the pins were 
drained and then extracted by repeatedly dispensing 2-ml 
portions of CH 2 CI 2 through the aperture at the top of each pin 
three times. The combined washes and reaction filtrates were 
evaporated under a stream of nitrogen. A simple two-phase 
extraction procedure was implemented using the Tecan 5032 

P~ nA ~onn« TUn rani/liian fr's\r*~k atmnArotiAn ti/OrP H I C Cf\\ UpH in 

3 ml of CH 2 C1 2 and mixed with 3 ml of saturated aqueous 
NaHCOj. The organic phase was withdrawn, and the aque- 
ous layer was extracted twice more with 1.5 ml of CH 2 C1 2 . 
The combined organic extracts were dried with MgS0 4 , 
filtered, and concentrated as before to yield the expected 
benzodiazepines. The 40 products were characterized by 
TLC, l H NMR, and MS. A total of 2-14 mg corresponding to 
9^63% yield of each benzodiazepine was isolated with esti- 
mated purities (by l H NMR) typically >90%. 

Assay for Inhibition of Fluoronitrazepam. The assay per- 
formed by NovaScreen (Scios-Nova Pharmaceutical, Balti- 
more) employed bovine cortical membranes with pHJfluo- 
ronitrazepam as the radioligand. The percent inhibition of 
radioligand binding was determined at three concentrations 
(10~ 9 , 10 -7 , and 10 -5 M). IC 50 data were calculated for each 
compound from the average of two determinations at each 
concentration. 



RESULTS AND DISCUSSION 

Central to the demonstration of the diversomer library is the 
development of a "general" method for the multiple, simul- 
taneous synthesis of organic molecules. This method should 
satisfy the following criteria. The compounds should be 
simultaneously, but separately, synthesized in an array for- 
mat (Fig. 1) in a soluble form and in sufficient quantity (>1 
mg) and purity to allow multiple in vitro biological testing. 
The apparatus should be compatible with all the normal 
techniques of organic synthesis. To the extent possible, the 
method should use automation for speed, accuracy, and 
precision. Finally, the intermediate products should be 
readily separable from by-products and excess reagents. To 
satisfy this last requirement we chose to implement solid- 
phase synthesis techniques using functionalized, cross- 
linked polystyrene resins. The overall feasibility of this 
approach was suggested by literature reports for the synthe- 
sis of nonpeptide molecules on resins (14-16). 

In the diversomer method, building blocks are sequentially 
coupled to the growing molecule on the resin until the 
penultimate, resin-bound product at each location in the 
array is complete. Cleavage from the resin yields a final 
product that can be readily separated from the spent resin. 
Several options for cleavage are illustrated in Fig. 5. The 
preferred strategy (cleavage 1) constructs a resin-bound 
penultimate product possessing distal functionality which, 
when activated or unmasked, will attack the resin-linking 
bond and eject the cyclized product into solution. Because 
compounds that do not * 'react'* remain attached to the resin, 
this option should provide purer final products. 

Validation Studies. Initially, a diversomer synthesis re- 
quires verification of the proposed resin-based synthesis 
including several rejpresentative examples before an array 
synthesis is performed. Fourier transform-irifrared, en- 
hanced with deconvolution techniques (17-19), and U C gel- 
phase NMR (20-22) of the resin-bound intermediates provide 
an excellent means to directly monitor the progress of 
reactions on a polystyrene support. These techniques enable 
qualitative assessment of the success of reactions on a solid 
support but are not amenable for use within the apparatus. 
(Their use within the apparatus would require the removal of 
a prohibitive amount of resin from the pins.) However, 
analysis of the reaction filtrates by GC or HPLC in conjunc- 




Fig. 4. General route for synthesis of benzodiazepines. 
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Table 1, Benzodiazepines generated in array 
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31 


16 nM 


13 


H 


B5 
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33 
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23 


>100 /jM 
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40 
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*Bzl, benzyl; 3-Melnd, 3-methylindoIe; 4-MeOPh, 4-methoxyphe- 
nyl; Chx, cyclohexyl; 2-Thn, 2-thienyl; iPr, isopropyl. 

^Yields are based on indicated loading of commercially available 
runctionalized resins (0.50-0.89 meq/g). 

♦Approximate ICjo values are based on three-point fit. Values were 
also obtained for the commercially available diazepam (1.46 nM), 
nordiazepam (0.2 nM), and nitrazepam (0.67 nM), corresponding to 
sample numbers 14, 10 and 12, respectively. 

$See structure B. 



tion with an ISTD provides an indirect method to monitor the 
course of the individual reactions within the array. This 
technique provides a means to quantitatively monitor the 
uptake or release of reagents from the resin. 

On the basis of preliminary experiments in the validation 
stage and consideration of reaction kinetics (e.g., steric or 
electronic contributions), the reaction conditions are selected 
to drive the slowest or poorest synthesis in the array to 
completion. 
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Fig. 5. BB„ represents building blocks that are bifunctional to 
allow sequential attachment. The curved structure represents the 
solid support, where the star is the functionality capable of cova- 
lently attaching the growing molecule to the solid support. The three 
possible cleavage modes are illustrated. 

The well-established nature of resin-based peptide synthe- 
sis (23-25) provided an ideal means to validate the ability of 
our apparatus to successfully execute multiple, simultaneous 
reactions. Thus, several arrays of dipeptides were synthe- 
sized using standard Fmoc chemistry (26) and a prototype 
8-pin apparatus (data not shown). Each product was analyzed 
by HPLC, MS, and X H NMR. The yields (30-85%) and 
purities were within our defined specifications and, thus, 
verified the utility of the apparatus to produce the expected 
and desired products as designed. 

Demonstration of Diversomer Method. Although the syn- 
thesis of dipeptides serves to demonstrate the utility of the 
apparatus, it is insufficient to validate the general approach. 
To validate the diversomer method, we needed to simulta- 
neously synthesize an array of compounds over several 
synthetic steps, which would produce a representative por- 
tion of the known structure-activity relationship (SAR) 
around a pharmaceutical^ relevant structure. The syntheses 
of a series of hydantoins and benzodiazepines were chosen 
for this demonstration because of the large SAR already 
developed around the commercial products Dilantin and 
Valium, respectively. 

Synthesis of Hydantoins. The synthesis of an array of 40 
hydantoins, including Dilantin, was achieved using the 46-pin 
apparatus. Five groups of eight Fmoc- or Boc-protected 
amino acid resins were deprotected and then separately 
treated with eight groups of five isocyanates, followed by 
treatment with aqueous 6 M HCl to generate 40 discrete 
hydantoins (Fig. 3, data not shown). 

Some of the key features that demonstrate the strengths, 
flexibility, and scope of the method and apparatus are as 
follows. (0 The 40 Boc- or Fmoc-protected resin-bound 
amino acids were simultaneously deprotected. (iV) The equil- 
ibration or completion of both the Fmoc deprotection and 
isocyanate reactions was monitored by GC/ISTD calibra- 
tion methods. (Hi) The final cleavage and extractions were 
efficiently performed even in nonswelling solvents, (iv) Re- 
sidual reactants or by-products were removed by wash cycles 
that included submersion and sonication of the pins in a series 
of solvents, (v) Wash cycles were monitored by robotic 
spotting of the filtrates on a TLC plate and observing the 
results under UV light to insure the removal of residual 
reagents and byproducts. 
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Synthesis and Testing of Benzodiazepines. The investigation 
of an array synthesis of benzodiazepines as potential targets 
was prompted by a brief communication by Camps et al (27), 
who reported a one-step synthesis of several benzodiaz- 
epines starting with a resin-bound amino acid. The synthesis 
of an array of 40 benzodiazepines related to Valium was 
achieved by using the 40-pin apparatus. Eight groups of 
five-amino acid resins were trans-imidated (28, 29) with five 
groups of eight 2-aminobenzophenone imines (30, 31) to form 
resin-bound imines, followed by treatment with TFA (32) to 
generate 40 discrete benzodiazepines (Fig. 4 and Table 1). 

To verify that the compounds produced could be used 
directly in a biological assay, the crude benzodiazepines were 
assayed, without further purification, for inhibition of fluo- 
ronitrazepam (Table 1). The compounds expected to exhibit 
the greatest activity based on the known SAR (33) were the 
most potent compounds in the array [e.g., R 1 = methyl (1-8) 
or hydrogen (9-16) and R* = chloro (2, 6, 10, 14) or nitro (4, 
12)]. The data also provide sufficient semiquantitative infor- 
mation to permit reasonable conclusions concerning the 
SAR. For example, substituents larger than methyl at R 1 are 
not tolerated, electron-withdrawing substituents at R* are 
favored, and R 2 appears to be limited to aromatic rings. 

Conclusions and Uses. The value of the diversomer ap- 
proach is represented in the simplicity of the concept, the 
timeliness for drug discovery efforts, and the innovative 
combination of methods and apparatus to demonstrate the 
multiple, simultaneous synthesis of nonpeptide, nonoligo- 
meric compounds on a solid support. The feasibility of 
preparing arrays of compounds has been demonstrated by the 
multiple, simultaneous synthesis of 40 discrete hydantoins 
and 40 discrete benzodiazepines. This result was accom- 
plished with an apparatus capable of performing 40 simulta- 
neous, but separate, chemical reactions on a solid support. 
The chemistry compatible with the diversomer method en- 
compasses nearly all organic reactions, and the apparatus is 
sufficiently general and complete to allow for most organic 
synthesis techniques. The generality and compatibility of this 
apparatus represents immense improvements over current 
equipment for multiple, simultaneous synthesis on a solid 
support (10-12). For example, temperature control, agita- 
tion, inert atmosphere, injection of sensitive reagents, and 
reaction monitoring are an integral part of the apparatus. The 
key feature of this method is the "resin in a pin" apparatus 
design, which provides a means to simultaneously segregate 
and manipulate an array of resin-bound intermediates. Fur- 
thermore, the simplicity of our apparatus design facilitates 
the ease of use and construction from commercially available 
components in a variety of dimensions and multiplicities. 

The diversomer method greatly increases the flexibility 
and diversity of structures that can be produced by multiple, 
simultaneous synthesis technology. Although the number of 
compounds produced in a single array (40 separate com- 
pounds) is significantly smaller than that which can be 
prepared as mixtures by some of the current methods for 
generating peptide libraries (lO 5 -!© 7 peptides), this is ade- 
quately offset by the increased quantities and purities of 
products and the enhanced chemical and structural diversity 
that can be achieved using the diversomer approach. For 
example, a typical molecular mass range for orally available 
drugs is 500-600 g/mol; within this range there are approx- 
imately 2.3 million possible tetrapeptides (using 39 d- and 
L-amino acids), whereas there are an unlimited number of 
nonpeptide structures. Because each molecule is produced 
separately and can be fully characterized by standard ana- 
lytical techniques, no time-consuming deconvolution tech- 
niques are needed to determine the active constituent in large 
mixtures of compounds. Additionally, the quantities pro- 
duced are sufficient to allow screening in multiple in vitro 
assays. 



The diversomer library provides an array of compounds 
that are directly suitable for biological testing, thereby dra- 
matically enhancing and accelerating SAR development by 
the ability to screen multiple, related compounds at one time. 
Well-designed arrays of compounds will provide information 
necessary for lead compound discovery and SAR evaluation. 
With continued use, diversomers will provide unlimited 
sources of chemical diversity. 

We are grateful to W. Moos for his leadership in initiation of this 
research and guidance during its conceptualization, J. Topliss for his 
long-term advocacy of this type of chemical diversity, and J. Bristol 
for his continued support. We express our deep gratitude to R. 
Root-Bernstein for teaching us a new way of looking at research 
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Mei, D. Moreland, and K. Sanders for helpful discussions. We are 
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Review 

Mass Receptor Screening for New Drugs 

Ronald M. Burch 1 2 and Donald J. Kyle 1 



Mass receptor screening is capable of identifying drug candidates in large compound libraries. Our 
laboratory has developed a mass screening technology by standardizing assay protocols that can be 
transferred from receptor to receptor. The entire operation, from disbursement of compounds to data 
analysis, is computerized to handle vast numbers of experimental results. The success of this method 
depends upon strict definitions of compound activity, with rapid elimination of compounds that do not 
fulfill all criteria. Finally, we approach automation with caution. While certain items, such as auto- 
matic harvesters, are essential for high-throughput screening* much time can be spent optimizing 
gadgets instead of gathering data. 



KEY WORDS: 
base. 



receptor; data analysis; ligand binding; mass screening: HyperCard; structure data 



INTRODUCTION 

Mass ligand binding screening or "receptor screening" 
to detect receptor agonists or antagonists is a relatively re- 
cent technique. Many new peptide neurotransmitters, pep- 
tide and protein hormones, cytokines, and growth factors 
are tempting therapeutic targets. In the case of smaller pep- 
tides, little secondary structure is apparent in solution (1), 
and deletion of certain residues may result in inability of the 
analogue to bind to its receptor. The deleted residue may not 
play a role in binding; instead, it may normally serve as part 
of the "messenger portion" of the molecule, directing it to 
the proper level in the membrane to enable the "address 
portion" actually to bind to and activate the receptor (2). In 
the case of larger protein ligands, secondary and tertiary 
structure exist, but few structures are available, and at this 
time it is not understood what parts of the molecules interact 
with receptors. For example, inter! eu kin I exists as two dif- 
ferent molecules, interleukin la and interteukin 10, each 
with a molecular mass of 17,000 daltons. Both bind to the 
receptor with a similar affinity, yet they share only 26% 
sequence homology (3). The recent explosion in molecular 
cloning of receptors has revealed largely unsuspected diver- 
sity in what were thought to be well-described receptor 
classes. For example, at least five distinct subtypes of mus- 
carinic acetylcholine receptors have been identified (4), 
while pharmacological probes had firmly detected only two 
(5). The existence of additional receptor subtypes, often with 
distinct distributions, makes it certain that far more specific 
therapeutic agents may be possible. Examination of old li- 
braries of compounds may yield agents quite specific for the 
new receptors. 
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Mass screening strategies may be directed, that is, spe- 
cific compounds may be chosen, or the strategy employed 
may be random among available compounds in chemical or 
natural product libraries. Nonpeptide analogues of peptide 
agonists have been derived from natural products, for exam- 
ple, opiates and cholecystokinin antagonists (6). Our labora- 
tory can screen 10,000 compounds per month in an assay 
with a team of only three technicians. However, reliance on 
ligand binding assays without validation of leads in biological 
assays, can lead down synthetic blind alleys (7). While 
ligand-binding methodology results in few false negatives, 
certain assays generate many false-positive results. This re- 
view addresses ligand binding assays for high-throughput 
screening. 

THEORY OF LIGAND BINDING ASSAYS 

The theoretical basis of ligand-receptor binding assays 
has been previously described (8,9). The dissociation con- 
stant, K^, with units of moles per liter, is used here as a 
measure of affinity. Many physiological ligands and thera- 
peutic agents interact with their receptors in such assays 
with K d values of a few nanomolar to as low as a few pico- 
molar, while few therapeutic agents exist with values in 
the micromolar range. 

Receptor affinities are determined by incubating multi- 
ple tubes with identical amounts of tissue preparation and 
radioligand but with increasing amounts of the test com- 
pound. IC 50 values of tracer displacement are calculated as 
shown in Fig. 1 . To account for tracer receptor binding, the 
Cheng-Prusoff equation (10) can be used to calculate the K A 
from the 1C 50 of the test compound for the receptor, the 
value usually being written "K" to denote that it was ob- 
tained by the competition method just described. 

The Ideal Assay 

The success of the binding assay depends upon two 
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Fig I "Competition curve" for a lest compound to compete with 
a radiolabeled ligand for binding at a receptor. Total binding is 3100 
cpm. Nonspecific binding, 100 cpm, was obtained in the presence of 
I uj# unlabeled ligand (not shown). Thus, specific bmding to the 
receptor is 3 100 - 100 - 3000 cpm. One-half of total bindmg is 1500 
cpm (plus 100 nonspecific), or 1600 cpm. The dotted line shows 
interpolation of the IC 3 „ = 1<T" A#. or 20*) pM. From the IC 50 , the 
K x value can be calculated (see Ref. 10). 

components, the tissue and the ligand. The aims in choosing 
the tissue and ligand are the attainment of a high signal- 
to-noise ratio and the specificity of the assay. 

Tissue An ideal tissue has a high density of receptors m 
order to achieve a high signal without the need for large 
amounts of tissue (which often leads to high noise because of 
difficulty in separating unbound ligand). However, many of 
the receptors for recently discovered biologically active pep- 
tides are found in low abundance. For example, interleukin 
Treceptors are found at densities as low as 200 per cell in 
lymphocytes (11). In the case of interleukin 1, use ot other 
tissue sources in screening is possible. Fibroblasts can ex- 
press 3000-5000 interleukin 1 receptors per "11 (11), while 
cells -commonly^ express 15,000 to 50,000 receptors for 
many hormones. In addition/certain transformed lympho- 
cytes express tens of thousands of receptors per cell (12). 

Suppose one wishes to identify antagonists of the lym- 
phocyte interleukin 1 receptor. The low number of receptors 
expressed by normal lymphocyte would make their use too 
costly. One may choose fibroblasts or a transformed line, 
but it must then be shown that the binding sites on these cells 
are identical to the target receptor on normal lymphocytes. 
For the interleukin 1 receptor these problems have been 
solved; molecular cloning has demonstrated that the recep- 
tors on normal lymphocytes, transformed lymphocytes, and 
fibroblasts all have identical structures (12,13). 

One must also be aware that a binding site is not nec- 
essarily a receptor. Many cells express B2 bradykimn recep- 
tors Binding sites were identified in several tissues, includ- 
ing guinea pig ileum, murine and human fibroblasts, and neu- 
roblastoma ^^^^^ (14), which were affected in predictable 
ways by known bradykinin analogs. However, one re- 
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ceptor" identified on neuroblastoma cells was later shown to 
actually represent a metabolic enzyme, angiotensin convert- 
ing enzyme (15). . . 

Another potential source of misinformation is the pres- 
ence of more than one subtype of receptor in a preparation. 
This is of particular concern when complex tissues such as 
brain are used, and in receptor systems for which agonists 
must be used as ligands (see below under Ligand). The pres- 
ence of multiple receptor subtypes in a tissue may result in 
confusing results, or, if one subtype is present as a small 
percentage of the total, it may be missed entirely. Several 
possible methods can be used to reduce the problem of re- 
ceptor heterogeneity. Radioligands specific for only a single 
receptor subtype may be used. However, specific ligands are 
rarely available. 

A novel approach is the use of cloned receptors, stably 
expressed in cells which do not usually express any binding 
site for the ligand that is used (16). Such systems provide 
unambiguous assays, using human receptors without the 
need for access to human tissues. 

Ligand. An antagonist is the ideal ligand. In many sys- 
tems agonists may not recognize all receptors (17). Also, 
many of the binding assays for cytokines and growth factors 
utilize intact cells. Unless care is taken to use very low assay 
temperature, many agonists will be internalized as com- 
plexes with their receptors (18), making unreliable any 
"binding parameters" obtained. Finally, a radiolabeled en- 
dogenous agonist will rarely discriminate among receptor 
subtypes, since nature intended for all to recognize the 
ligand, and virtually all natural ligands have similar affinities 
for receptors (100 pM-5 nM). Unfortunately, when screen- 
ing against newly described receptors, antagonists arc rarely 
available; identification of the first one is often the goal of 
the screening exercise! 

Mass Screening Protocols 

Mass ligand binding screening requires enormous plan- 
ning and coordination. Following are examples of how 
screening efforts are coordinated in our laboratory. The fust 
is appropriate for small-scale projects; the other is suitable 
for large projects. 

Discovery of a New Lead for a Single Receptor 

Manual Approach. A single technician is required to 
harvest the tissue, prepare it, obtain samples of test com- 
pounds from the compound disbursement facility, set up and 
terminate the assay, prepare the filtered samples for radio- 
activity counting, calculate results, and add them to a data 
base. Using this protocol, technicians usually perform as- 
says 2 days per week. Assays are set up in 48- or 96-rube 
racks or in 96-weil plates. Either twelve 48-tube racks, or six 
96-tube racks are set up per day, resulting in 576 tubes. Each 
rack contains duplicate tubes for total bound counts and 
nonspecifically bound counts. Each day a K x is determined 
for a reference compound. Thus, about 520 tubes are avail- 
able for test compounds. Since each compound is assayed 
using a single tube, 520 different compounds are assayed per 
day. 

Tissues, buffers, and ligands are prepared in the morn- 
ing. Incubation requires 1-3 hr, followed by termination of 
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the assay using a cell harvester. All 576 tubes can be filtered 
and washed within 15 min. The filters are then punched into 
counting vials. 

The next day, the K t of the reference compound and 
percentage inhibition of binding by the test compounds are 
calculated, then entered into a data base. Bard copies of all 
the raw count data and calculations may be affixed in note- 
books. A single binding technician can screen about 1000 
compounds per week. Each technician in the compound 
room can weigh and solubilize about 250 compounds per 
day. Thus, one disbursement technician is required per bind- 
ing technician. A library of 10,000 compounds requires about 
10 weeks for initial activity determination, using a total of 20 
technician-weeks. 

Higii-Throughput Approach. Screening of a large li- 
brary through a single receptor assay is better performed by 
assay teams, composed of one technician who performs the 
binding assay and two technicians who disburse solubtlized 
compounds. The binding technician performs a 576-tube as- 
say every day, so that in a week's time, about 2500 test 
compounds can be screened, Such high throughput depends 
critically on computerization. 

All compounds are identified with bar code labels. Mo- 
lecular weights and other pertinent information are entered 
into the computer (Fig. 2). Balances are interfaced to the 
computer. Thus, to disburse a compound, a technician 
passes a bar code reader over the vial, opens the vial, and 
places an aliquot of compound onto the balance pan. The 
computer reads the mass and prints a label identifying the 
compound number and the volume of solvent (usually di- 
methyl sulfoxide) to add to the sample to reach the desired 
stock concentration. The technician places the sample into a 
vial, affixes the label, and adds solvent. The next sample 
may then be processed. At the end of the disbursement pro- 
cess (520 compounds plus a reference compound) the com- 
puter prints a table containing compound identification num- 
bers, disbursement numbers, amount weighted, molecular 
weight, and volume of solvent added to reach a stock con- 
centration. This information is passed on to the binding tech- 
nician with the samples. 
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The computer acquires data from the counters in real 
time. The next day, the binding technician is required to 
spend only a few minutes to call up the raw data to assure 
that total and nonspecific binding are within standard limits; 
then a calculation program is chosen along with the identi- 
fying number of the file of compounds in the assay. The 
computer performs all calculations, then, upon approval of 
the technician, enters data automatically into a data base. 
With such a system the binding technician is relieved of the 
tedium of data calculation and entry, and the system is not 
corrupted by data entry errors. Entered into the notebook 
are the assay protocol (these are standard and are entered 
only as a number), the number of the file containing the raw 
data, and the list of compounds that were assayed. 

Using this technology, a 10,000-compound library re- 
quires only 4 weeks for determination of activity, and only 
12 technician- weeks is required. 

Simultaneous Screening at Multiple Receptors 

Most pharmaceutical companies possess large libraries 
of compounds. These libraries arc valuable resources, for 
they may contain the prototypes for new therapeutic classes 
of drugs. Every year, new receptors are discovered and de- 
scribed in the scientific literature. Thus, a chemical library 
may be rcscreened year after year, in new assays. 

In a multiple screening paradigm, integrated teams of 
disbursement and assay technicians are not required, since a 
single disbursement will serve for many different assays. 
When such a project is under way, the separate groups of 
disbursements are stored at 4°C in a central location. 

For each assay, 4 weeks is required, as described 
above. In Fig. 3 another consideration is illustrated, the 
"low-signal" assay. To this point, the projected time-lines 
and labor estimates have .assumed assays of "high signal." A 
high signal assay has little nonspecific binding, for example, 
our bradykinin assay, with binding of 98%. Total binding 
might be 3000 cpm, while nonspecific binding is about 100 
cpm. If an active compound is one that inhibits binding by 
50%, then few false-positives or -negatives will occur based 
on counting errors. However, certain assays, for example 
those for eicosanoids, have only about 50% specific binding. 
Assuming total binding of 2000 cpm, then nonspecific bind- 
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Fig. 2. Nova Pharmaceutical Corporation compound submission 
data record form. 



Fig, 3. Time-line for screening a library of 10,000 compounds in 30 
different receptor assays, 20 with a high signal-to-noise ratio and 10 
with a low signal-to-noise ratio (the relative heights of the boxes). 
The time assumes a single binding technician for each assay, all 
performed simultaneously. 
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in. will be 1000 cpm. An active compound will reduce bind- 
ing to 1500 cpm Clearly, with a window of 500 cpm or 
one-third to one-fourth of the total binding, there w.ll mev- 
itably be a significant number of false-positives or - 
negatives. Thus, in low-signal assays, all , 
screened twice, extending the time required for determma- 
tion of initial activity to 8 weeks. All »«"P°^^»S 
inactive in one trial and active in the other arc rescrcened 
together a third lime. In Fig. 3, we assumed 30 separate 
cceptors. 20 high signal and 10 low signal. Disbursement of 
compounds requires 4 technician-weeks. The 20 high-signal 
assays require 80 technician-weeks; the 10 low-s.gnal as- 
says* 80 technician-weeks. 

Secondary Binding Screening 

After initial activity testing, K-, values are determined 
for all active compounds (Fig. 3). Two "^^J™ 
saycd per 48-tube rack, a single technician performing .74 
delcrmmations per day. Ideally, values are de.ermmed 
using fresh disbursements of compounds. Potency ^ testing 
requires very little time compared to act.vity 

in addition to determining potency m.the assay in which 
a compound is active, all compounds are tested for specific- 
ity often in 3<MW different receptor b.nd.ng assays Gener- 
uUy, this is done using a single concentration of the com- 
pound, with secondary potency testing be.ng performed .n 
assays in which the compound was active. Of course, when 
SS Greening of a library is done in a battery of assay 
<Fg. 3). specificity testing in binding is bu.lt into the m.ual 
screening effort. 
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in the pathway to inositol phosphate or at the level of cell 
viability. When using negative assays, any active compound 
mus be tested carefully for specificity. For the assay just 
Tscribed, specificity testing might consist of ehatmg mosi- 
Xiosphate formation with thrombin or bombesin, which 
St at their own. distinct receptors. The test compound. ,f u 
ac ts at the bradykinin receptor, should have no 

If possible, assays should be des.gned such that positive 
effects are elicited by active test «™^ 7 *\™™^ 
tumor necrosis factor causes cytotoxicity (21). A positive 
asX for a tumor necrosis factor receptor antagonist might 
consist of determining whether a test compound can block 
the cytotoxic effect of tumor necrosis factor. 



FUNCTIONAL SCREENING 

After a compound has been found active and specific, 
its agonist or antagonist properties arc detcrm.ned since 
b ndfng assays cannot distinguish between the two. Func 
Uonal assays can range from second-messenger assays to 
nroperties at isolated tiroes. Second-messenger assays are 
chosen appropriate to the receptor type be.ng studied, for 
example. CAMP accumulation, calcium mobilization , pros- 
3and n synthesis, and inositol phosphate «*»**>^ 
fitnal assays should be performed in systems hat are max^ 
imally complex without sacrif.cmg too much in speed. We 
oftJn choose isolated smooth muscle P^f™^™ 
often sensiUve to poorly specific compounds, exh,b*ng in- 
creased irritability or depressed responsiveness, making de 
tection of nonspecific compounds less difficult. 

In functional screening several concentrations of the 
compound are tested to determine whether it duals die ef- 
5ecTSpec«ed of an agonist. Next, its ability to inh.bu the 
effect of a known agonist is determined. Any compound that 
exhTbiS a " Negative" activity must be tested to determine 
wtSer I is acting at a specific receptor, or exerting some 
ronspecific or toxk effect. A negative effect refers to mhi- 
o tS of some process. For example, b^«J» «^ 
inositol phosphate formation .n fibroblasts (20). h..s a 
SnS assay for detection of a biadyk.mn antagonist 
2h consist of determining whether a test compound can 
blS bmdykinin-induced inositol phosphate formajo- In- 
hibition of the process may take place, not only at the level 
of Sradykinm receptor, but also at the level of an enzyme 



DEFINING SUCCESS 

We define "active" from 50% inhibition of binding at a 
concentration of test compound of 1 mM to 70% inhiWUon o 
binding at 1 vM. The definition may depend upon the hit 
me" of the issay . In excitatory amino acid binding assays, 
hit rates may be as high as 10-20% at test compound con- 
centrations of 10 v.M; in interleukin I binding assays he M 
rate is I in 5000 or less. If a high concentration of est com- 
pound is required to detect act.vity, .t is less l.kciy that a 
Specific interaction is taking place between the compound 

uScad'compoimds have had K, values in binding 
assays no higher than a few micromolar: our own initial 
bSkinin antagonist lead, NPC 361. K, of 400 nM (14); the 
initial Merck cholecystokinin antagonist lead, asperlicin, K, 
of 0 6 uM (6); and the Dupont angiotensin 1 1 antagonist lead, 
K- of 40 vM (22). Most often our "hit criterion is 50/fc 
inhibition at a 10 uJtf concentration of test compound, this 
assuring a K, of no more than 10 uJtf . 

Of importance equal to potency ,s specijmty.^ the pa^ 
we have synthetically pursued "leads" with K, « of 1 u.M 
that were nonspecific in functional assays. In no case Has 
any useful compound been developed (7). An impotent com- 
pound or a potent, nonspecific compound is not a viable 
lead. 



PROCESS TECHNOLOGY 

We have found that most mechanical automation tech- 
niques do not increase throughput. IJgand binding assays 
are very straightforward. The use of reservoir-equipped pi- 
pettes, such as the Eppcndorf Combitip, is enormously more 
rapid than using robot systems. Adding either radioligand or 
tissue to 576 tubes requires approximately 5 min using a 
Combitip. A robot requires at least as much time, plus pro- 
gramming, plus extensive maintenance. 

High-throughput assays are impossible without an auto- 
matic sample filtration device. Brandel harvesters simulta- 
neously filter and wash 48 samples using a single filter mat, 
in about 1 min. Heads are available to fit several formats, 
such as 48- or 96-tube racks and 96-well plates. Each filter 
port has a surface area of 250 mm 2 ; filtration area is a very 
important consideration when using solid scintillants (19). 

Filling and capping scintillation vials are time- 
consuming. Now, however, filter mats containing solid scin- 
tiUant are available (19). which require no filling or capping 
of tubes. Counting efficiency using the Brandel apparatus 
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with solid scintillant is comparable to liquid scintillants. Use 
of filtration apparati with smaller surface areas is associated 
with dramatically reduced counting efficiency due to "tissue 
stacking** (19). 

COMPUTERIZATION: THE KEY TO 
HIGH THROUGHPUT 

Inventory Considerations 

Computerization of every possible step in the binding 
laboratory, from disbursement of compounds to collecting 
and analyzing data, is the cornerstone of maximizing 
throughput. Our central VAX facility is accessed via termi- 
nal emulation, through VTERM (Coefficient Systems, New 
York) on "IBM-compatable" computers and VersaTerm- 
Pro (Synergy Software, Reading, Pennsylvania) on Mac- 
intosh computers. Each compound is assigned an identifica- 
tion number that corresponds to the "parent structure" (i.e., 
the molecular structure as it would exist in the salt-free 
form). Its source, molecular weight, salts, information on 
solubility, and literature references are stored on a data rec- 
ord form (Fig. 2) that is translated into a database using the 
Customization Module of the MACCS II program. The in- 
terface serves as a window into two separate data- base sys- 
tems housed on the VAX computer ORACLE (Oracle Cor- 
poration, California) for inventory and biological data and 
MACCS II (Molecular Design Ltd., San Leandro, Califor- 
nia) for chemical structures. Several modes of error check- 
ing are used, including duplicate checking and molecular 
weights. Molecular structure "drawing rules" arc followed 
while drawing a chemical structure in MACCS II, to provide 
guidelines for the visual orientation of a chemical structure 
going into MACCS II, so that upon retrieval in report for- 
mat, there will be uniformity between them. 

Managing the Biological Data 

There are two approaches available for translating bio- 
logical results into the central data- base system. Since mass 
screening assays are composed of multiple racks of identical 
arrangement, it is preferable to transmit raw data directly 
from the radioactivity counters to the VAX. Using a set of C 
programs, the output from any given counter is routed 
through a VAX RS-232 port, then written to a data file of text 
format resident on the VAX. From the data file, percentage 
inhibitions, IC^'s* JC/s, and Hill coefficients are deter- 
mined. To enhance the review process, a listing of only those 
compounds considered as "hits" on the basis of a predeter- 
mined percentage inhibition is also generated. Furthermore, 
the results from those samples added to the rack as quality 
control are listed independently, since their biological profile 
is known in advance and a quick analysis of these calculated 
biological values can provide insight to the integrity of the 
experiment. After the review process, the technician is able 
to order the VAX to dump the results directly into the cen- 
tralized ORACLE tables for subsequent public access. 

Biological data can also be entered onto the VAX man- 
ually. Data from functional assays in most cases tends to be 
"customized," thereby making the more automated systems 
nongeneric and overly complex. 

The Macintosh is used as the platform for developing a 



circumvention of the "traditional VT 100 type'* data entry 
procedure (SQL* MENU or SQL*PLUS). This required 
both the ORACLE program and Apple's HyperCard. Using 
a custom interface developed within the HyperCard environ- 
ment, a technician is able to enter data manually, in free 
format, into a scrolling HyperCard field. Sorting data, num- 
bering experiments, extensive error checking, printing of 
hard copies, and writing out text files containing the data are 
functions handled through the Macintosh interface. In addi- 
tion, the cut, copy, and past features on the Macintosh are 
used to simplify data entry* The SQL*LOADER facility is 
used to fill ORACLE tables resident on the Macintosh with 
the text files written by scientists during the previous week. 
Subsequently, these tables are transferred to the VAX over 
the ethernet using the "copy table 1 ' command in ORACLE. 
Individually tailored hard-copy reports may be generated 
that display structures, and whatever data are appropriate. 
In effect there is no direct interaction between the scientists 
and the centralized data-base facility. 

For those instances where the scientists must access the 
VAX ORACLE tables, another HyperCard card is used to 
structure complex SQL queries (Fig. 4). Thus, staff mem- 
bers are able to insert, update, or simply view the centralized 
ORACLE data easily with little training in SQL queries. 
Implementation of this technology relies on Ethernet boards 
attached to the Macintosh computers and SQL*NKT net- 
working protocol running on both PCs and the VAX com- 
puter. A comprehensive overview of the flow of electronic 
information is presented in Fig. 5. 

BEYOND LEAD IDENTIFICATION 

Computerized Structural Search Paradigms for 
Pharmacophore Identification 

The ability to search binding data in as many as 70-100 
assays and functional data in dozens of assays is a powerful 
toot when coupled to the ability to search chemical libraries 
by structure. Molecular structures are electronically stored 
in a variety of formats, usually dictated by some combina- 
tion of atom type and a connectivity scheme. Data-base pro- 




Binding Assay Biological Results 
Single Entry Viw And Edit 



Biology 



Comments 



1 1L1R 


1 


I MICE 


I 


1 F1BRO 


1 


1 •« 


) 


1 » 


\ 


( imoo 


.1 




Fig. 4. HyperCard based form used for structuring complex SQL 
queries. The form accesses the centralized VAXiORACLE tables. 
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Fig. Overview of the flow of information electronically at Nova 
Pharmaceutical Corporation. 



grams that handle structures generally provide utilities for 
initiating any one of a variety of searches. Examples include 
searching by molecular formula, chemical name, or sub- 
structure, the latter being of most interest to the practicing 
medicinal chemist. The substructure itself may be either 
jointed or disjointed, completely defined atom by atom und 
bond by bond, or variable. Consideration of these substruc- 
tures is possible either alone or, in some cases, in association 
with other physical characteristics including pA\ spectro- 
scopic data, or partition coefficients if those data are avail- 
able. 

The primary goal of the medicinal chemist is to establish 
a relationship between the three-dimensional structure of a 
series of molecules and their measured biological activities 
(SAR, structure-activity relationship). Upon formulation of 
an SAR, the next step is the design of chemical entities, 
consistent with the hypothesis, that are expected to show an 
enhancement in the biological property if the SAR is valid. 
Formulation of an SAR and the subsequent preparation and 
biological testing of these molecules become a repetitive cy- 
cle that ideally can guide the chemist toward a structural 
entity with desirable therapeutic properties. 

The structural data base in combination with the binding 
and functional assay information can be used to search for 
features that include or exclude certain structures from being 
active. Several reports have appeared describing the appli- 
cation of similarity and dissimilarity measures to the storage 
and retrieval of structural information. In one example (23), 
classification of local anesthetics according to similarity and 
dissimilarity coefficients between pairs of structure diagrams 
and application of cluster analysis to the results was similar 
to biologic classification. # 
Perhaps of more significance is the application of simi- 
larity and dissimilarity measures as an enhancement to ran- 
dom receptor binding screening programs. The similarity 
measure of a compound is represented as a vector of chem- 
ical descriptors in chemical descriptor space. Association of 
the biological activity of a molecule with that chemical de- 
scriptor space has utility in defining a similarity-activity 
space. Hence, lead compound discovery might be reduced to 
locating a compound in a new region of this space, Lead 
compound optimization, by analogy, might be viewed as lo- 
cating a structure within the same region of space as its 
parent but that represents a move to a more active geograph- 
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ical site. Selection of compounds for subsequent receptor 
screening on the basis of dissimilarity has been proposed as 
an effective means of locating new lead structures by obtain- 
ing the widest sampling of similarity-activity space, outside 
of that region defined by the initial receptor hits, with a 
minimal number of compounds. 

Extensions of the two-dimensional structural data bases 
based on connectivity are the three-dimensional structural 
data bases capable of storing multiple conformations of any 
given chemical structure together with their corresponding 
physical properties, either measured or calculated [MACCS 
3D, MENTHOR (24): CHEMSTAT (Chemical Design Ltd., 
Oxford, England)!. These data bases are ideal end points for 
housing conformations derived from molecular modeling 
studies, X-ray crystallography, or NMR experiments. Fur- 
thermore, the information is handled in three dimensions, 
completely consistent with the logic of the chemists destined 
to make use of the information* Some of the issues surround- 
ing the practical implementation of a three-dimensional data 
base include how many conformations for each molecular 
structure will be stored and the method of gradient conver- 
gence, whether those conformations are determined by mo- 
lecular mechanics, semiempiricai methods, or ab initio 
methods, and whether the structures are local energy min- 
ima or dynamic. Methods are available for rapidly convert- 
ing two-dimensional chemical structures into three- 
dimensional molecular coordinates [CONCORD (Evans and 
Sutherland Computer Corp., Salt Lake City, Utah); CORBA 
(Oxford Molecular, Oxford, England)]. Each of these meth- 
ods is constructed upon expert systems, eliminating the need 
for any numerical evaluation of either a wave function or a 
classical potential energy expression. There are also growing 
numbers of commercial data bases that contain the three- 
dimensional coordinates of selected groups of molecular 
structures. 

Although there is much uncertainty as to the most ef- 
fective implementation of a three-dimensional data-base sys- 
tem, the most promising applications will likely be related to 
three-dimensional searches based on some interesting phar- 
macophore pattern. Unlike the substructure searches run on 
two-dimensional molecular structures where "matches'' are 
effectively predefined on the basis of the connectivity of the 
substructure, the three-dimensional search has the capability 
of matching the relative spatial orientations of functional 
groups or atoms irrespective of the connectivity between 
them. In searching a subset of the Cambridge Crystailo- 
graphic Database for those molecules which could fit inside 
the combined volume of several known nicotinic agonists 
and which had interatomic distances compatible with a given 
pharmacophore geometry (25), several novel designs for 
nicotinic agonists were derived. In another example, 
ALADDIN was used to test alternative superposition rules 
for mapping of the D2 dopamine receptor, then design com- 
pounds to fit the known binding site. Indeed, three com- 
pounds were discovered in the search that had activity at the 
D2 receptor (26). 

Computer technology is providing powerful tools with 
direct application to drug discovery programs. Theoretical 
properties for molecules can be calculated and saved in as- 
sociation with a chemical structure. All can be stored elec- 
tronically as part of a centralized database system containing 
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diverse biological data. Although in its infancy now, this 
technology should minimize duplication of synthetic efforts 
on the part of medicinal chemists and should also provide a 
wealth of information in support of, and advancement of* 
(heir ongoing structure-activity relationship hypotheses. 
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Erythropoietin (EPO) controls the proliferation and differentiation 
of erythroid progenitor cells into red blood cells. EPO induces these 
effects by dimerization of the EPO receptors (EPOR) present on 
these cells. To discover nonpeptide molecules capable of mimicking 
the effects of EPO, we identified a small molecule capable of 
binding to one chain of EPOR and used it to synthesize molecules 
capable of inducing dimerization of the EPOR. We first identified 
compound 1 (W-3-[2-(4-biphenyl)-6-chloro-5-methyl]indo!yl-acetyl- 
i-lysine methyl ester) by screening the in-house chemical collection 
for inhibitors of EPO binding to human EPOR and then prepared 
compound 5, which contains eight copies of compound 1 held 
together by a central core. Although both compounds inhibited 
EPO binding of EPOR, only compound 5 induced dimerization of 
soluble EPOR. Binding of EPO to its receptor in cells results in 
activation of many intracellular signaling molecules, including 
transcription factors like signal transducer and activator of tran- 
scription (STAT) proteins, leading to growth and differentiation of 
these cells. Consistent with its ability to induce dimerization of 
EPOR in solution, compound 5 exhibited much of the same bio- 
logical activities as EPO, such as (/) the activation of a STAT- 
dependent iuciferase reporter gene in BAF3 cells expressing human 
EPOR, (//) supporting the proliferation of several tumor cell lines 
expressing the human or mouse EPOR, and (///) the in vitro differ- 
entiation of human progenitor cells into colonies of erythrocytic 
lineage. These data demonstrate that a nonpeptide molecule is 
capable of inducing EPOR dimerization and mimicking the biolog- 
ical activities of EPO. 

Erythropoietin (EPO) is essential for the maintenance of red 
blood cells in humans as well as in various animal models (1), 
reviewed in ref. 2. In humans, the kidney is the primary source 
of EPO synthesis, whereas other organs such as the liver and 
brain produce small but significant amounts in adults (3-6). 
Deficits in EPO production result in anemia in humans and in 
animal models. In humans, the most prevalent form of anemia 
is associated with kidney failure (7). At present, the only 
treatment for this form of anemia is administration of recom- 
binant EPO via subcutaneous or intravenous injection (8-10). 
The use of recombinant EPO has significantly improved the 
quality of life of these patients; however, this treatment requires 
repeated administration of recombinant protein, which is both 
inconvenient and expensive. 

EPO induces its biological effects after binding to a cell- 
surface receptor (EPOR). Binding of EPO to EPOR results in 
dimerization of these receptors, as is the case for many other 
growth factor and cytokine receptors (11, 12). Apparently 
dimerization of EPOR is all that is required to trigger the 
biological responses associated with EPO. A constitutively active 
(hormone-independent) EPOR was first isolated after retroviral 
transduction (13). The activation of this receptor mapped to an 
arginine-to-cysteine mutation at position 129 in the human 
EPOR. The mutant receptor forms disulfide-linked homodimers 
in the absence of EPO (14). After this example, more constitu- 
tively active EPORs have been created by introducing a cysteine 
residue in parts of the putative EPOR dimerization interphase 
(15, 16). These mutant receptors, when introduced into growth 
factor-dependent BAF3 cells, converted them into growth fac- 
tor-independent cells. Similarly, a bivalent monoclonal antibody 



directed toward the extracellular domain of the EPOR promotes 
dimerization of EPOR and mimics EPO activities (17). More- 
over, recently a 20-aa peptide, EPO mimetic peptide-1 (EMP-1), 
has been shown to dimerize the EPOR in solution as well as on 
the cell surface (18, 19). This peptide exhibits EPO-like activities 
both in vitro and in vivo (18). 

The crystal structures of EPO/EPOR and EMP-1 /EPOR 
complexes have been solved and reveal a different configuration 
of the EPOR dimer in each of the complexes (19, 20). On the 
basis of the three-dimensional structure of EPOR observed in 
these crystals, the mutations described above are in a region of 
the exoplasmic domain that is too far away for disulfide bond 
formation to occur between the two EPOR molecules. There- 
fore, it is unlikely that the covalently held EPOR dimers induced 
by mutations in the exoplasmic domain (as described above) will 
have a configuration similar to that of EPO- or EMP-l-induced 
EPOR dimers. A similar conclusion may be drawn for the 
monoclonal antibody-induced EPOR dimers. All these data 
suggest that, although the dimerization of the EPOR is impor- 
tant, the conformation of EPOR in the dimer complex is quite 
flexible. This also suggests that other molecules capable of 
dimerizing the EPOR may be able to act as EPO mimetics as 
well. 

We are interested in developing small-molecule EPO mimet-. 
ics for the treatment of anemia. On the basis of the character- 
istics of EPOR-dimerizing entities described above, it appears 
that such a molecule must have functional groups capable of 
interacting with at least two receptor chains. One possible way 
to obtain such a molecule is to first identify a compound that can 
interact with one chain of the EPOR and then ligate it in such 
a way that it can now interact with both chains of the receptor. 
In this paper, we report on the identification of such a molecule, 
which we initially identified as an EPOR antagonist. This 
molecule, when presented as an oligomer, is converted into an 
EPOR agonist, recapitulating some of the biological activities 
associated with EPO. 

Materials and Methods 

Synthesis of Compounds and EMP-1. Compound 1 was synthesized 
by using Starburst polyamidoamino-octa-4-hydroxymethylbenz- 
amide (2) as a soluble support, as shown in Fig. 1. To a stirring 
solution of support 2 (0.05 mmol, 105 mg) (21) and Fmoc- 
Lys(Boc)-OH (0.8 mmol, 364 mg, 2 eq per handle) in 3 ml of 
A^N-dimethylformamide (DMF) was added catalytic 4-dimeth- 
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Fig. 1. Scheme 1 for the synthesis of compounds 1 and 5. 

ylaminopyridine (3-5 mg), followed by l-ethyl-3-(3-dimethyl- 
aminopropyl)carbodiimide (0.8 mmol, 154 mg). The reaction was 
stirred overnight at ambient temperature. Dendrimer 3 was 
isolated by size exclusion chromatography (SEC) on Sephadex 
LH-20 (Amersham Pharmacia) eluting with DMF, followed by 
SEC on Bio-Rad Biobeads S-X3 eluting with CH 2 C1 2 . Removal 
of solvent in vacuo afforded 204 mg of 3 as a beige solid. 
Compound 3 (0.016 mmol, 100 mg) was treated with 3 ml of 30% 
piperidine in DMF for 15 min and isolated by SEC on Sephadex 
LH-20. The resulting octa-amine was dried in vacuo > and residue 
was dissolved in 3 ml of DMF containing 3-(4-biphenylbenzo- 
yl)propionic acid (0.3 mmol, 76 mg, 2.3 eq) and 1-hydroxyben- 
zotrazole hydrate (0.3 mmol, 41 mg). To the solution was added 
diisopropylcarbodiimide (0.3 mmol, 54 /xL). The mixture was 
allowed to stand overnight, and the product was isolated by SEC 
on Biobeads S-X3 eluting with CH 2 C1 2 . Removal of solvent 
afforded 1 14 mg of dendrimer 4 as a beige solid. Dendrimer 4 (84 
mg) and 3-chloro-4-tolylhydrazinium chloride (1.5 mmol, 290 
mg) were dissolved in 3 ml of glacial acetic acid containing zinc 
chloride (1.5 mmol, 204 mg) and anisole (0.6 mmol, 60 mg, 60 
ptL), and the slurry was heated overnight at 70°C. The solvent 
was removed in vacuo y and the residue was dissolved in DMF and 
purified by SEC on Sephadex LH-20. Removal of solvent 
afforded 68 mg of 5 as a tan solid. a H NMR of 5 revealed the 
removal of the Boc-protecting group during the reaction. Den- 
drimer 5 (40 mg) was taken up in 2 ml of 9:1 MeOH/Et 3 N and 
heated at 50°C for 22 hr. The mixture was rotary evaporated to 
a tan film, which was taken up in MeCN, The insoluble den- 
drimer was filtered, and the light-colored filtrate was rotary 
evaporated to afford 17 mg of methyl esters 1 and lb as the major 
products, in addition to the corresponding cyclized lactams. 
Separation of the two regioisomers by reverse-phase chroma- 
tography (C-8, H 2 0/MeCN gradient containing 0.15% triflu- 



oroacetic acid) afforded 1.7 mg of A r -3-[2-(4-biphenyl)-6-chloro- 
5-methyl]indolyl-acetyI-L-lysine methyl ester (1) and 2.7 mg of 
//-3-[2-(4-biphenyl)-4-chloro-5-methyl]indolyl-acetyl-L-iysine 
methyl ester (la) as the trifluoroacetate salts. 1 J H NMR (400 
MHz, CD 3 OD): 7.76 (d, 2H), 7.70 (d, 2H), 7.68 (d, 2H), 7.47 (t, 
2H), 7.38 (t, 1H),7.27 (d, 1H), 7.06 (d, 1H), 4.58 (m, 1H), 4.04 
(d, 2H), 3.72 (s, 3 H), 2.87 (t, 2H), 2.43 (s, 3 H), 1.85-1.98 (m, 1H), 
1.57-1.70 (overlapping m, 3 H), 1.43 (m, 2H). la *H NMR (400 
MHz, CD.OD): d7.78 (d, 2H), 7.75 (d, 2H), 7.68 (d, 2H), 7.48 (s, 
1H), 7.46 (t, 2H), 7.41 (s, 1H), 7.36 (t, 1H), 4.52 (m, 1H), 3.86 
(s, 2H), 3.70 (s, 3 H), 2.81 (m, 2H), 2.45 (s, 3 H), 1.90 (m, 1H), 1.73 
(m, 1H), 1.63 (m, 2H), 1.40 (m, 2H). Dried powders were stored 
at ambient temperatures and used for preparation of stock 
solutions in 100% DMSO. Stock solutions prepared in this way 
were stored at -20°C until use and were used within a few 
months, during which no loss of activity was observed as 
determined by activities of these compounds in the EPOR- 
binding and luciferase-reporter gene assays described here, 
EMP-1, GGTYcyclo(CHFGPLTWVC)KPQGG-amide t was 
prepared by the solid-phase method (22) on a 431 A Applied 
Biosystems peptide synthesizer and dissolved in 100% DMSO. 

Cell Lines. Murine BAF3 cells (kindly provided by Alan 
D'Andrea, Harvard Medical School, Boston), DA3 cells (kindly 
provided by Jim Ihle, St. Jude Children's Research Hospital, 
Memphis, TN), and cell lines derived from these were main- 
tained in RPMI-1640 supplemented with 10% FBS, antibiotic, 
L-glutamine (all from GIBCO/BRL), and 5 ng/ml mIL-3 (R & 
D systems) at 37°C in a humidified incubator. Human erythro- 
leukemia cell line F36 (obtained from Riken Cell Bank, Tsukuba 
Science City, Japan) and TF-1 (obtained from K. Kitamura, 
Tokyo University, Tokyo) (23, 24) were maintained in the 
above-mentioned media supplemented with hIL-3 (5 ng/ml). 

Plasmids. pET15b/hEPOR-ECD expresses the extracellular do- 
main of the human EPOR in Escherichia coli, and RcCMV/ 
EPOR expresses human EPOR in mammalian cells and will be 
described elsewhere (H.M., unpublished data). pAH4-LUC con- 
tains six copies of the signal transducer and activator of tran- 
scription (STAT) -binding site from the interferon regulatory 
factor 1 gene cloned upstream of the herpes simplex virus- 
thymidine kinase minimal promoter and the luciferase gene (25). 
A gene cassette conferring resistance to the antibiotic Zcocine 
(Invitrogen) was introduced at a Sail site in the pAH4LUC to 
yield pAH4LUCZeo. 

Expression and Purification of EPO-Binding Protein in E. coil E. coli 
strain BL21 DE3 (Novagen) containing pET15b/hEPOR-ECD 
was used for expression of the extracellular domain of the human 
EPOR. The resulting recombinant protein was processed to yield 
the recombinant EPO-binding protein (rEBP) as described 
previously (26). An EPO-dependent luciferase assay was used to 
further characterize the rEBP. The purified rEBP inhibited 
EPO-induced luciferase activity in this assay with an IC 50 of 5-10 
nM (S.Q. and R.R., unpublished data). 

EPOR-Binding Assay. One microgram of the purified His-tagged- 
rEBP in 70 jud of 1 X PBS [1 x PBS contains 137 mM NaCl, 2.68 
mM KC1, 1.46 mM KH 2 P0 4 , 15.8 mM sodium phosphate, pH 7.2 
(GIBCO/BRL)] containing 0.05% sodium azide was dispensed 
into 96-well high-binding microtiter plates (Costar 3922) and 
allowed to bind at 4°C for at least 24 hr. All unbound rEBP was 
removed by washing with lx PBS containing 0.05% Tween 20 
(Sigma), and nonspecific binding sites were blocked by incubat- 
ing with 1% BSA (Pierce) in 1 X PBS and 0.05% Tween 20. The 
plate-immobilized rEBP bound ([3-[ l25 I]iodotyrosyl]) EPO ( ]25 I- 
EPO) with a K d of «5 nM. All competition binding experiments 
were performed in a volume of 50 /xl containing 5 nM 125 I-EPO 
(Amersham, specific activity 300-900 Ci/mmol) in lx PBS/ 
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0.5% BSA/0.05% Tween 20/0.01% sodium azide/5% DMSO 
+/- compounds. To set up these assays, each compound was 
diluted into the assay buffer (from the stocks that have been 
prepared in 100% DMSO) to yield the appropriate compound 
concentration and added to each well of a 96-welI plate. These 
reactions were incubated at 4°C for 1 6-20 hr to allow equilibrium 
binding, and unbound 125 I-EPO was removed by five rapid 
washes with cold 1 X PBS containing 0.5% BSA. Bound radio- 
activity was counted, after addition of 100 fx\ of Microscint 
(Packard)/well, in a Topcount scintillation counter (Packard). 
Under these conditions, unlabeled EPO inhibited binding of 
125 I-EPO with an IC 50 of ~5 nM. 

EPOR Dimerization Assay. A detailed description of this assay will 
be published elsewhere (D.B. and S.Q., unpublished work). 
Briefly, rEBP containing a protein kinase A substrate site was 
produced in E. colt as described above. This protein was radio- 
labeled by using protein kinase A and 33 P-7ATP to high specific 
activity. The soluble 33 P- rEBP was allowed to interact with the 
plate-bound rEBP as described for the receptor-binding assay. 
Each reaction was performed in a 100 /xl volume containing 1- 
to 2-nM-labeled rEBP in 50 mM Hepes (pH 7.2)/5 mM Mg 2 Cl/5 
mM Ca 2 Cl/0.05% sodium azide/1% BSA/5% DMSO/+/ 
-compounds) in 96-well microliter plates in the presence or 
absence of 250 ng/well immobilized rEBP. After incubation for 
16-20 hr in the presence or absence of compounds, plates were 
washed, and the amount of radioactivity was determined as 
described in the EPOR-binding assay. 

Establishment of Luciferase Reporter Cell Lines in BAF3 Cells. The 

pAH4LUCZeo DNA was linearized at a Pvul site and trans- 
acted together with pHOOK3 (Invitrogen) into the BAF3 cells 
by electroporation. Forty-eight hours after transfection, the cells 
transfected with pHOOK3 were separated from the untrans- 
fected cells by using magnetic beads coated with phOx per 
manufacturer's suggested protocol (Invitrogen). The isolated 
cells were plated at one cell per well in 96-well microtiter plates 
and allowed to grow in the presence of Zeocine (200 ju,g/ml) for 
selection of stable transfectants. Zeocine-resistant cells were 
tested in a luciferase assay after induction with murine IL-3 to 
establish inducibility of the luciferase reporter gene in these 
cells. Clones responsive to murine IL-3 (BAF3/LUC cells) were 
further expanded and used for introduction of human EPOR. 
For introduction of human EPO, BAF3/LUC cells maintained 
in Zeocine were electroporated in the presence of RcCMV/ 
EPOR and selected in the presence of 200 /ig/ml Geneticin 
(GIBCO/BRL) for 2 wk. The cultures were further selected in 
EPO (1 unit/ml) to obtain a pool of BAF3/LUC cells expressing 
the functional EPOR receptor. 

Luciferase Assay. Fifty thousand cells in 200 jxl of RPMI 1640 
containing 10% FBS were plated into each well of 96-well plates 
(Falcon). After 16-20 hr of incubation with cytokines or com- 
pounds, the luciferase activity was determined after addition of 
an equal volume of LucLite Reagent (Packard) and lumines- 
cence measured in a MLX Microtiterplate Luminometer (Dy- 
natech). 

Mitogenic Assay. Mouse BAF3 cells expressing human EPOR, 
DA3 cells expressing human and mouse EPOR, parental BAF3 
and DA3 cells, and human erythroleukemia cell lines F36 and 
TF-1 were plated at a density of 10,000-20,000 cells per well in 
96-well microtiter plates in RPMI 1640 containing 10% FBS. 
After 40 hr of incubation with cytokines or compounds, 3 H- 
thymidine (4 /xCi/ml) was added to each well and allowed to 
incorporate into DNA for 4 hr. The cells were harvested onto a 
LKB Filtermat B by using a Tomtec Cell Harvester Mach II 
(Tomtec, Orange, CT). Filtermats were dried, sealed in counting 




compound [M] 

Fig. 2. Inhibition of ,2S l-EPO binding to rEBP. Dose-response curve for 
inhibition of 125 l-EPO binding by compounds 1,2, and 5. Competition binding 
experiments were performed in a volume of 50 jil containing 5 nM 125 l-EPO in 
the presence or absence of compounds and allowed to proceed for at least 16 
hr at 4°C, as described in Materials and Methods. Nonspecific EPO binding was 
determined by performing the experiments in the presence of 1 fiM unlabeled 
EPO and was found to be less than 10% (under these conditions, we routinely 
obtained a total of 3,000-5,000 counts per minute (cpm)/well with no com- 
pound and 200-400 cpm/well in the presence of 1 f*M cold EPO). The data are 
expressed as a percentage of the EPO (specific cpm) bound in the presence of 
5% DMSO but in the absence of any compound (which is considered as 100%). 
Each data point was analyzed in triplicate and is a mean (+/- SEM) of three 
independent experiments. 

bags with 23-ml scintillation mixture, and counted on a Wallac 
(Gaithersburg, MD) 1205 Betaplate counter. 

Hematopoietic Colony Assays. Colony assays were set up by using 
human CD34+ mononuclear cells isolated from healthy donors. 
One thousand to two thousand cells were mixed with 1 ml of 
methylcellulose culture medium containing FBS (StemCell 
Technologies, Vancouver), 0.4% DMSO, a mixture of growth 
factors containing granulocyte-macrophage colony stimulating 
factor (GM-CSF), IL-3, granulocyte colony stimulating factor 
(G-CSF), and stem cell factor (HC-4535-StemCell Technologies, 
Vancouver), and EPO (Epoetin Alfa, Amgen Biologicals) or 
compounds. After thorough mixing, the suspension was plated in 
35-mm gridded plates (Nunc) and incubated at 37°C in a 
humidity controlled CO2 incubator. Colony-forming units 
(CFU)-erythroid containing >50 hemoglobin ized cells and 
myeloid colonies (CFU-GM) containing >50 cells were counted 
on day 12-14. Mixed colonies, containing both erythroid and 
myeloid cells, were counted on day 14-16. All assays were 
performed at Poietic Technologies, Gaithersburg, MD. 

Results and Discussion 

Compound 5, an Antagonist of EPO-Binding to EPOR, also Induces 
Dimerization of the EPOR. To test the hypothesis that a multimeric 
form of an EPOR antagonist can function as an EPO mimetic to 
dimerize and activate the EPOR, we screened the in-house 
chemical collection for inhibitors of EPO binding to the EPOR 
using the extracellular domain of the human EPOR as rEBP. 
This screening resulted in identification of N-3-[2-(4-biphenyI)- 
6-chJoro-5-methyl]indoJyl-acetyl-L-lysine methyl ester (com- 
pound 1). Compound 1 inhibited binding of ,25 I-EPO to the 
rEBP with an IC 5 <>of 59.5 (+/- 1.1) fxM (Fig. 2). Compound 5, 
a precursor in the synthesis of compound 1, consists of eight 
copies of compound 1 attached to a polyamidoamino-octa-4- 
hydroxymethylbenzamide support via a chemical linker (com- 
pound 2). When tested in the EPOR binding assay, compound 
5 also inhibited binding of 125 I-EPO to the rEBP with an IC 50 of 
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Fig. 3. Dimerization of soluble EPOR. 33 P-rEBP was incubated with or 
without plate-immobilized rEBP (as in Fig. 2), in the absence or presence of 
compounds 1, 2, or 5 or EMP-1 for 16 hr at 4°C, as described in Materials and 
Methods, Data represent specific cpm (cpm with plate-immobilized EPOR 
minus cpm without plate-immobilized EPOR) observed with each of the 
compounds. Data are a mean of two experiments (+/- SEM) performed in 
triplicate. Under these conditions, mean cpm observed in wells with no 
compounds were 147 +/- 25). 
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4.4 +/— 1.9 jaM (Fig. 2). Compound 2, the unconjugated 
dendrimer used to crosslink compound 1, did not affect binding 
of 125 I-EPO to the rEBP in this assay. The ability of compound 
5 to inhibit binding of 125 I-EPO to the rEBP suggests that 
compound 1, even when attached to an inactive central core, is 
able to interact with rEBP. 

The biological activation of EPOR requires dimerization of 
EPOR on binding of EPO to two independent chains of EPOR. 
Thus, one of several ways for a small molecule to activate the 
EPOR is to induce dimerization of the EPOR. To determine 
whether compound 1 or 5 can dimerize EPOR in solution, we 
tested these compounds in an EPOR dimerization assay- This 
assay examined the interaction of a radiolabeled form of rEBP 
( 33 P-rEBP) in solution with a plate-immobilized rEBP. In the 
absence of any dimerizing agent in the assay, the labeled receptor 
fails to attach to the plate and is easily washed off during the 
washing step (at the end of the assay). However, in the presence 
of a compound that can interact with at least two chains of 
EPOR, the radiolabeled chain would be expected to remain 
bound to the plate, resulting in increased retention of 33 P-rEBP 
in the assay. EMP-1, a 20-aa peptide, which has been shown to 
induce dimerization of this form of EPOR in solution (18), 
produces a dose-dependent increase in the retention of 33 P-rEBP 
(Fig. 3). When tested in this assay, compound 5 produced a 
dose-dependent increase (EC50 15.9 +/— 3.3 /aM) in retention 
of 33 P-rEBP, whereas compounds 1 and 2 both failed to produce 
any such increases (Fig. 3). These data suggest that even though 
compounds 1 and 5 both compete for the binding of EPO to the 
rEBP, only compound 5 is able to interact with more than one 
chain of EPOR. 

Compound 5 Induces Cellular Transcription and Proliferation in Ceils 
Expressing EPOR. Binding of EPO to its cell -surface receptors 
results in the activation of cellular signaling pathways, including 
activation of janus kinase (JAK)2 and STATS (27-29). STATS 
is a transcription factor that translocates to the nucleus on 
activation and induces gene transcription (30). Luciferase re- 
porter gene constructs containing synthetic promoters with 
STAT-binding sites have been used as markers for the activation 
of STATs in cells (31-33). To determine whether compound 5 
could interact with the EPOR expressed in mammalian cells, 
induce receptor oligomerization as seen in vitro (Fig. 3), and 



Fig. 4. Induction of luciferase activity in BAF3/LUC and BAF3/LUC/EPOR 
cells. BAF3/LUC or BAF3/LUC/EPOR cells containing a stably integrated lucif- 
erase gene under the control of a STAT-binding element were treated with 
varying amounts of EPO, IL-3, or compounds for 16 hr. The luciferase activity 
was determined as described in Materials and Methods and is expressed in 
relative light units (RLU). (A) Luciferase activity in BAF3/LUC cells. (B) Lucif- 
erase activity in BAF3/LUC/EPOR cells, expressing human EPOR. Data are a 
mean (+/- SEM) of two to three independent experiments performed in 
triplicate. Value of x axis reflects the concentration of EPO, IL-3, or compounds 
in unit/ml, ng/ml, and jxM, respectively. All assays were performed in 1% 
DMSO. Values shown above blank on graphs refer to luciferase activity 
observed in the untreated cultures in the presence of 1% DMSO. 



activate the JAK-STAT signaling pathway, we tested this com- 
pound on BAF3/LUC cells. The BAF3/LUC cells have a stably 
integrated luciferase gene under the control of a STAT-binding 
site from the interferon regulatory factor 1 gene. This STAT- 
binding site has been shown to function in response to activation 
signals involving STATs 1-5 (25, 34-36). Because BAF3 cells do 
not normally express EPORs, they do not manifest any biological 
response when treated with EPO; however, they can acquire 
EPO responsiveness once the EPOR is expressed ectopically (37, 
38). However, these cells do express IL-3 receptors and in 
response to IL-3 activate the JAK2 and STATS signaling path- 
way (39-41). As shown in Fig. 4, treatment with IL-3 increases 
the luciferase activity in both BAF3/LUC and BAF3/LUC/ 
EPOR cells, demonstrating that these cells are competent in 
responding to receptor-dependent activation of Stat5. As ex- 
pected, EPO-dependent increases in the luciferase activity were 
observed in the EPO-treated BAF3/LUC/EPOR cells but not 
in EPO-treated BAF3/LUC cells. When tested in these cells, 
compound 5 induced increases in the luciferase activity only in 
the BAF3/LUC/hEPOR cells with an EC 50 of 1.25 /iM. No such 
increases were observed in BAF3/LUC cells (Fig. 4). Moreover, 
neither compound 1 nor compound 2 induced any increases in 
the luciferase activity in either of these two cell lines. The 
decrease in the luciferase activity observed at higher concen- 
trations of compound 5 may be caused by toxicity or by the 
engagement of EPOR in a 1:1 (EPOR/compound) complex, 
thus preventing the formation of EPOR dimers needed for the 
activation of the JAK-STAT pathway. Formation of this 1:1 
receptor/ligand complex at high ligand concentration has been 
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Fig. 5. Mitogenic responses in BAF3 and BAF3/hEPOR cells. BAF3 or BAF3/ 
hEPOR cells were treated with different amounts of EPO, IL-3, or compounds 
for 48 hr. 3 H-thymidine incorporation, as an indicator of ceil proliferation, was 
measured after addition of 4 nCi/ml of 3 H-thymidine during the last 4 hr of 
incubation, as described in Materials and Methods. (A) Amount of 3 H- 
thymidine incorporated in BAF3 celts after different treatments. (B) Effect of 
same in BAF3 cells expressing human EPOR. Data represent mean (+/- SEM) 
of two to three experiments where each determination was made in triplicate. 
Value of x axis reflects the concentration of EPO, IL-3, or compounds in 
units/ml, ng/ml, and /iM, respectively. All assays were performed in 1% 
DMSO. Values shown above blank on graphs refer to level of radioactivity 
incorporated in the untreated cultures in the presence of 1% DMSO. 



shown to inhibit the activation of growth hormone and EPORs 
by their respective ligands (17, 42), 

BAF3 cells are known to proliferate in the presence of IL-3 
and a number of other cytokines, including EFO, provided that 
the receptors for these cytokines are expressed in these cells. The 
increased proliferation results in increased incorporation of 
nucleotides, such as a thymidine, into DNA, which can be 
measured by using 3 H-thymidine. Much like what was observed 
for the luciferase reporter gene activation, IL-3 induced in- 
creases in the 3 H-thymidine incorporation in both BAF3 and 
BAF3 /hEPOR cells, but EPO induced these increases in BAF3/ 
hEPOR cells only (Fig. 5). When tested in these cells, compound 
5 induced 3 H-thymidine incorporation in BAF3 /hEPOR cells 
but not in parental BAF3 cells, similar to the response to EPO. 
However, compound 2 failed to show any activity in the assay 
(because of lack of activity in the EPOR dimerization and 
luciferase reporter gene assay, compound 1 was not evaluated in 
this or any subsequent assays), and again compound 5 showed a 
decreased activity at higher concentrations, which could be 
caused by nonspecific cellular toxicity or unproductive engage- 
ment of receptors (as suggested above). BAF3 cells require the 
presence of a cytokine such as IL-3 even for survival in cell 
culture, thus making it difficult to distinguish between these two 
possibilities. However, this phenomenon is not limited to BAF3 
cells, because we have observed similar inhibition at high 
concentrations in D A3 /hEPOR cells, another murine cell line, 
as well as in F36E and TF-1 cells, two cell lines of human origin 
known to respond to EPO via the endogenous EPOR (23, 24). 
Moreover, we have observed a compound 5-dependent inhibi- 



Table 1. Induction of CFU-erythroid colonies by EPO and 
compound 5 

Avg. no. colonies 
per treatment 



Erythroid 



GM 



Treatment 


Dose 


colonies 


colonies 


None 




o + o 


86 ± 


13 






0 ± 0 


74 ± 


2 


EPO 


iflf) mil/ml 


66 ± 1 


87 ± 


7 




mn ml I /ml ' 

iuu mw/ mi 


j j — i. 


73 ± 


5 




30 mU/ml 


48 ±3 


73 ± 


5 




10 mil/ml 


20 ±7 


72 ± 


13 




3 mU/ml 


2 ± 1 


65 ± 


5 


Compound 2 


2000 nM 


0 ± 0 


65 ± 


15 




500 nM 


0 ± 0 


66 ± 


11 




125 nM 


0 ± 0 


72 ± 


11 


Compound 5 


2000 nM 


47 ± 2 


65 ± 


1 




1000 nM 


43 ± 1 


76 ± 


1 




500 nM 


30 ± 2 


75 ± 


5 




250 nM 


12 ± 2 


71 ± 


1 




125 nM 


3 ± 1 


75 ± 


1 



Human CD34 + progenitor cells (1.5 x 10 3 /plate) were plated in semisolid 
media to allow growth of erythroid colonies and GM colonies. Colonies of 
each type were counted after 12-15 days of seeding under each condition. 
Data are mean (SEM) of two independent experiments, where each determi- 
nation was performed in triplicate. 



tion of IL-3-induced thymidine incorporation in BAF3 cells 
lacking the EPOR (S.Q. and R.R., unpublished observation), 
which supports the notion that the toxicity of compound 5 is 
nonspecific and independent of the EPOR. More experiments 
will be needed to sort out this phenomenon. Regardless of the 
complexity in the interpretation of the data at higher doses of 
compound 5, these data still demonstrate that compound 5 
interacts with the EPOR expressed on the cell surface, resulting 
in induction of EPO-like activities. 

Compound 5 Induces Differentiation of Human Progenitor Cells into 
Cells of Erythrocytic Lineage. EPO induces differentiation of he- 
matopoietic progenitor cells into mature erythrocytes in vivo. 
However, in tissue culture conditions, only a part of this process 
is recapitulated. Progenitor cells isolated from peripheral blood 
or bone marrow when cultured in vitro in semisolid media can 
grow into morphologically distinct colonies (each colony being a 
product of single progenitor cell), depending on which growth 
factor is present in the media. For example, it is well known that 
EPO, in the presence of stem cell factor and IL-3, induces the 
formation of colonies known as CFU-E (Colony Forming LVnit- 
Erythroid), which are easily identified microscopically because 
of the hemoglobin ization of cells in the colony. Cells isolated 
from human peripheral blood by using an anti-CD34 antibody 
(CD34 + cells) are more advanced progenitors capable of dif- 
ferentiation into erythrocytes in the presence of EPO and into 
granulocytes and macrophages in the presence of G-CSF and 
GM-CSF (43, 44). We used these cells to examine the ability of 
compound 5 to replace EPO in promoting differentiation of 
these progenitor cells into erythroid colonies in vitro. Cells 
plated in the presence of growth factors (stem cell factor, IL-3, 
GM-CSF, and G-CSF) alone did not develop into erythroid 
colonies, even though these were able to form colonies of GM 
progenitor cells (CFU-GM) indicating the viability of these 
isolated cells (Table 1). However, addition of EPO to the mixture 
of growth factors induced formation of erythroid colonies in a 
dose-dependent manner. Under the same conditions, compound 
5 also induced erythroid colonies, whereas compound 2 did not 
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induce erythroid colonies and did not inhibit the formation of 
GM colonies. Moreover, no morphological differences could be 
observed between the EPO-induced erythroid colonies or the 
compound-induced erythroid colonies. These data confirm that 
compound 5 is an EPO mimetic capable of inducing the prolif- 
eration and differentiation of human erythroid progenitor cells. 

In summary, we have reported on the identification and 
characterization of an EPOR antagonist, which when presented 
in a multivalent configuration induced biological responses 
similar to what is normally observed with EPO. Although the 
potency of the activities observed with this compound is only a 
fraction of what is expected of EPO, it does validate the concept 
that the EPOR, and by extension most cytokine receptors, can 
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EXHIBIT J 



Reports 

A Small, Nonpeptidyl Mimic of 
Granulocyte-Colony- 
Stimulating Factor 

Shin-Shay Tian,* Peter Lamb,*f Andrew C. King, 
Stephen G. Miller, Linda Kessler, Juan I. Luengo, Laurie Averill, 
Randall K. Johnson, John G. Gleason, Louis M. Pelus, 
Susan B. Dillon, Jonathan Rosen 

A nonpeptidyl small molecule SB 247464, capable of activating granulocyte- 
colony-stimulating factor (G-CSF) signal transduction pathways, was identified 
in a high -through put assay in cultured cells. Like G-CSF, SB 247464 induced 
tyrosine phosphorylation of multiple signaling proteins and stimulated primary 
murine bone marrow celts to form granulocytic colonies in vitro. It also elevated 
peripheral blood neutrophil counts in mice. The extracellular domain of the 
murine G-CSF receptor was required for the activity of SB 247464, suggesting 
that the compound acts by oligomerizing receptor chains. The results indicate 
that a small molecule can activate a receptor that normally binds a relatively 
large protein ligand. 



Activation of transmembrane receptors for 
growth factors and cytokines occurs when oli- 
gomerization of receptor chains is triggered by 
binding of a protein ligand to a specific ligand- 
binding domain on the receptor (J, 2). The 
resultant clustering of tyrosine kinase domains 
on the cytoplasmic side of the receptor initiates 
a series of signal transduction events that ulti- 
mately alter cellular phenotype. Receptors can 
also be activated by bivalent receptor antibodies 
(2, 3) and by dimeric peptides that interact with 
the ligand binding domain (4\ which also in- 
duce receptor oligomerization. Activation of 
receptors by small, nonpeptidyl molecules ame- 
nable to chemical synthesis would make possi- 
ble the development of orally available growth 
factor and cytokine mimics. 

The protein hormone granulocyte- colony- 
stimulating factor (G-CSF) has a primary role 
in the production and activation of cells of the 
granulocytic lineage (5). Recombinant G-CSF 
is used to treat a variety of congenital and 
iatrogenic human neutropenias (6), Binding of 
G-CSF to its receptor triggers receptor ho- 
modimerization, which leads to activation of 
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two members of the JAK family of protein 
tyrosine kinases, JAK l and JAK2, which asso- 
ciate with the cytoplasmic domain of the recep- 
tor (7, 8). The activated JAKs phosphorylate 
tyrosine residues on the cytoplasmic face of the 
receptor, which then serve as the binding sites 
for signaling proteins. The JAKs are then pre- 
sumed to phosphorylate the receptor-associated 
proteins, among which are the STATs (signal 
transducers and activators of transcription). Af- 
ter phosphorylation on tyrosine, the STATs 
dimerize, translocate to the nucleus, and bind to 
specific DNA sequences in the promoters of 
responsive genes, thereby regulating transcrip- 
tion (7. 9, 10). 

We developed a high-throughput, cell- 
based screen to detect compounds that acti- 
vate the G-CSF receptor. The screen relies on 
a reporter gene driven by a synthetic STAT- 
responsive promoter that is stably transfected 
into a G-CSF-responsive cell line. We isolat- 
ed a drug-resistant clone of the murine my- 
eloid cell line NFS60 that contained a G- 




SB 247464 

Fig. 1. Structure of SB 247464. The benzimid- 
azole groups are arbitrarily shown in the trans 
configuration. 



CSF-responsive reporter construct consisting 
of four copies of a synthetic STAT-binding 
element linked to a minimal promoter and the 
gene for luciferase (11). This clone, 4B6, 
exhibited a 20-fold increase in luciferase ac- 
tivity in response to G-CSF and a pattern of 
JAK and STAT activation similar to that seen 
in the parental NFS60 cells (9). For screen- 
ing, 4B6 cells were exposed to individual 
synthetic organic compounds at a concentra- 
tion of 10 uJVI, and one compound, SB 
247464 (Fig. 1), was selected for further 
study. In the luciferase assay, SB 247464 (1 
jjlM) had an efficacy 30% of that of G-CSF 
and exhibited a biphasic dose-response curve 
(Fig. 2). The activity of SB 247464 was 
evaluated on a second NFS60-based stable 
cell line, RSVluc, which contains stably in- 
tegrated copies of a reporter plasmid that 
produces luciferase cbnstitutively (12). The 
level of luciferase activity in this line is not 
affected by G-CSF or SB 247464 (13). Like- 
wise, SB 247464 had no effect in stable cell 
lines containing STAT-responsive reporters 
that increase luciferase activity in response to 
either erythropoietin, interferon a, or interfer- 
on y (13). 

We tested whether SB 247464 caused ac- 
tivation of signal transduction pathways nor- 
mally activated by G-CSF. Proteins from ly- 
sates of NFS60 cells treated with SB 247464 
or G-CSF were precipitated with antisera to 
JAK1, JAK2, G-CSF receptor, STAT3, or 
STAT5 and detected with an antibody to 
phosphotyrosine. Like G-CSF, SB 247464 
caused tyrosine phosphorylation of both 



1600 




Fig. 2. Activity of G-CSF and SB 247464 in 
NFS60 cell luciferase assays. Dose-response 
curves are shown for C-CSF and SB 247464 in 
NFS60 cells containing a G-CSF-responsive re- 
porter. Cytokine-independent NFS60 cells con- 
taining a stably integrated G-CSF-responsive 
luciferase reporter plasmid were plated in 96- 
well plates in Roswell Park Memorial Institute 
(RPM1) 1640 media containing fetal bovine se- 
rum (FBS) (0.5%), then treated with the indi- 
cated concentration of human G-CSF (A) or SB 
247464 (□) in the presence of 0.1% dimethyl 
sulfoxide (DM SO) for 2.5 hours. Cells were 
lysed, and luciferase activity was measured. All 
determinations were made in triplicate. 
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JAK1 and JAK2 (Fig. 3A). SB 247464 also 
caused tyrosine phosphorylation of the G- 
CSF receptor, but not the interleukin-3 (IL-3) 
receptor (Fig. 3B). Both G-CSF and SB 
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247464 induced tyrosine phosphorylation of 
STAT3 and STATS (Fig. 3C). The two bands 
that became tyrosine phosphorylated in the 
STAT3 immunoprecipitations represent 





PSTAT3 



SB 247464 



G-CSF 




-STAT5 



JAK1 

Fig. 3. Phosphorylation of signaling proteins in 
cells treated with SB 247464 or G-CSF. (A) 
Tyrosine phosphorylation of JAKs. Preparation 
of lysates and immunoprecipitations was done 
as described (70). NFS60 cells were treated 
with G-CSF (10 ng/ml) or 1 SB 247464 for 
10 min, or were left untreated. Proteins from 
lysates were immunoprecipitated with anti- 
bodies to either JAK1 or JAK2 (Pharmingen). 
Immunoprecipitated proteins were separated 

by electrophoresis (8% gel), blotted onto a membrane, and detected with an antibody to 
phosphotyrosine (4G10, Upstate Biotech, Lake Placid, NY). (B) Tyrosine phosphorylation of the 
G-CSF receptor. NFS60 cells were treated for 10 min with G-CSF (10 ng/ml), IL-3 (10 ng/ml), IL-6 
(10 ng/ml), or 1 |jlM SB 247464 in RPMI containing FBS (0.5%) and 0.1% DMSO. Lysates were made 
and processed as in (A), except that a polyclonal antisera to the cytoplasmic domain of the murine 
G-CSF receptor (75) or to the (5-chain of the IL-3 receptor (Santa Cruz) was used for immunopre- 
cipitations. (C) Tyrosine phosphorylation of STAT proteins. NFS60 cells in RPMI containing FBS 
(0.5%) were treated with G-CSF (10 ng/ml) or 1 p,M SB 247464 for the indicated times, or were 
left untreated. Lysates were prepared and immunoprecipitated as described in (A) with antibodies 
to either STAT3 (J. Darnell, Upstate Biotechnology) or STATS (Santa Cruz). 



STAT3 isoforms {14). The time course of 
STAT activation in response to SB 247464 or 
G-CSF was very similar. 

We tested whether ectopic expression of the 
murine G-CSF receptor was sufficient to confer 
sensitivity to SB 247464 on nonresponsive 
cells. The human megakaryocyte cell line 
UT7Epo (15) does not express the G-CSF re- 
ceptor, and STATs were not activated after 
G-CSF or SB 247464 treatment (Fig. 4A). 
However, UT7Epo cells stably transfected with 
an expression vector containing the murine G- 
CSF receptor cDNA (10, 16) became respon- 
sive to both G-CSF and SB 247464, demon- 
strated by the induction of STAT-DNA com- 
plexes (Fig. 4A). Transfection of the human 
hepatoma cell line HepG2 (17) with a murine 
G-CSF receptor expression vector also con- 
ferred sensitivity to either G-CSF or SB 
247464, as measured using a STAT-responsive 
luciferase reporter (Fig. 4B). 

In a number of human myeloid G-CSF- 
responsive cell lines, SB 247464 failed to show 
measurable activity as judged by induction of 
activated STATs or G-CSF early response 
genes (13). This is in contrast to the lack of 
mouse-human species specificity exhibited by 
G-CSF itself. We exploited the species speci- 
ficity of SB 247464 to determine whether it 
requires the extracellular or intracellular do- 
main of the murine G-CSF receptor for activity. 
A chimeric murine-human G-CSF receptor was 
constructed by replacing the sequences encod- 
ing the extracellular domain and part of the 



Fig. 4. The murine G-CSF receptor confers re- ^ 
sporisiveness to SB 247464. (A) UT7Epo cells o ^j- 

(G-CSFr -ve) and UT7Epo cells stably trans- |> ^ § 

fected with the murine G-CSF receptor cDNA ±z o £j 

(G-CSFr +ve) were treated with G-CSF (10 § 6 co 

ng/ml) or 1 y,M SB 247464 for 30 min, or were 
left untreated. Nuclear extracts were prepared ^ . 

and incubated with a radiolabeled STAT-bind- ■ y l< 

ing element, and STAT DNA complexes were w-^y^--/- V, ■ ! 
separated from unbound DNA by nondenatur- $^i$0:v<i^ 
ing gel electrophoresis. The gel was dried and lSES™ss&^5:^ 
exposed to x-ray film. (B) HepG2 cells were UT7epo 
transfected with either 4xlRFtkluc (reporter) or G-CSFr -ve 

with 4xlRFtkluc plus a vector directing the ex- 
pression of the murine G-CSF receptor (70, 76) 
by the calcium phosphate method. Transfected 
cells were allowed to recover overnight, then 
were treated for 4 hours with either 10 ng/ml 
G-CSF (white bars) or 1 p,M SB 247464 (gray 
bars). Control transfected cells were left un- 
treated. Cells were then lysed, and luciferase 
levels were determined. Fold inductions were Murine 
calculated by dividing the activity present in 
treated cells by that present in untreated celts. 
All transfections were performed in triplicate. 
(C) Domain structure of murine and chimeric 

G-CSF receptors. The location of the extracellular, cytoplasmic, and 
transmembrane (TM) domains are indicated. In the chimeric receptor, 
murine sequences are shown in white and human sequences are in 
black. The chimeric murine-human G-CSF receptor construct A was 
obtained by replacing the extracellular domain and the first 11 amino 
acids of the transmembrane domain of the human receptor with the 
Hind III (nucleotide 165) to Sea I (nucleotide 2087) fragment of the 
murine receptor) 7 6). The chimeric receptor construct B was obtained 
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by replacing the NH 2 -terminal half of the extracellular domain of the 
human receptor (up to amino acid 339) with the Hind III (nucleotide 
165) to Pml I (nucleotide 1199) fragment of the murine receptor. (D) 
The chimeric receptor constructs or the wild-type murine receptor 
construct were transfected into HepG2 cells with the 4xlRFtkluc 
reporter, treated, and processed as described in (B), Response to 
G-CSF is shown by the white bars; response to SB 247464 is shown by 
the gray bars. 
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transmembrane domain of the human receptor 
with the corresponding murine sequences (Fig. 
AC). This chimeric construct was then trans- 
fected into HepG2 cells together with a STAT- 
responsive reporter. The chimeric receptor con- 
struct conferred a response to both G-CSF and 
SB 247464 on the HepG2 cells (Fig. 4D). This 
result implies that SB 247464 requires the ex- 
tracellular domain of the murine G-CSF recep- 
tor for activity. A construct in which the Non- 
terminal half of the extracellular domain com- 
prising the G-CSF binding region (J8) is mu- 
rine in origin, and the remainder of the receptor, 
which is human, did not confer responsiveness 
to SB 247464. This shows that the murine 
G-CSF receptor sequences required for SB 
247464 activity are distinct from those required 
for G-CSF binding. 

G-CSF normally acts on granulocytic pre- 
cursor cells in the bone marrow, supporting 
their proliferation and differentiation. In a 
primary marrow colony-forming unit- granu- 
locyte (CFU-G) assay (79), G-CSF and SB 
247464 supported the formation of granulo- 
cytic colonies (Fig. 5). The peak efficacy of 
SB 247464 varied between 25 to 80% of that 
of G-CSF in different experiments. Colonies 
stimulated by SB 247464 appeared uniformly 
smaller than those stimulated by G-CSF, but 
were consistently larger than 30 cells. 

Subcutaneous administration of 50 \xg of 
G-CSF per kilogram of body weight twice a 
day to normal mice results in a fourfold in- 
crease in peripheral blood neutrophil counts 
after 4 days (Fig. 6). SB 247464 also caused a 
dose-dependent increase in peripheral blood 
neutrophils. No significant changes were noted 
in other blood cell populations. The efficacy of 
SB 247464 at 30 mg/kg is equivalent to that of 
50 |xg/kg of G-CSF, raising neutrophil counts 
approximately fourfold over baseline (Fig. 6). 
This fold-increase is equivalent to the increase 
seen when 5 to 30 |xg/kg/day of G-CSF is 
administered to normal or neutropenic humans. 

G-CSF, like other cytokines in the same 



family, acts by triggering dimerization or higher 
order oligomerization of its receptor chains (2, 
20). The precise mechanism by which it does 
this is unclear, as is the mechanism by which 
SB 247464 is able to mimic the protein cyto- 
kine G-CSF. However, the fact that SB 247464 
rapidly activates early events in the G-CSF 
signal transduction pathway, together with the 
ability of the transfected murine G-CSF recep- 
tor cDNA to confer both G-CSF and SB 
247464 response to nonresponsive cells, shows 
that SB 247464 acts through the receptor. The 
twofold rotational symmetry of SB 247464 is 
compatible with a model in which it functions 
in some way as a ligand to effect dimerization 
of G-CSF receptor chains. This model of SB 
247464 action would account for the biphasic 
dose response, as has been described for growth 
hormone (2). Although in longer temi assays 
SB 247464 appears toxic at the highest concen- 
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Fig. 6. Granulopoietic activity of SB 247464 in 
vivo. Female BDF-1 mice were given subcutane- 
ous injections twice daily, of either G-CSF (50 
fig/kg) in phosphate-buffered saline or SB 
247464 dissolved in acidified H 2 0 (pH 4.0). Con- 
trol animals received only acidified H 2 0. After 4 
days, blood was drawn and the number of neu- 
trophils were counted using a Technicon hema- 
tology analyzer. Each bar represents the average 
of five mice; error bars show SEM. Asterisks indi- 
cate neutrophil counts that differ from those in 
untreated controls with aP< 0.001 by analysis 
of variance. 



trations used, this is not seen in short-term 
assays, indicating that the shape of the dose- 
response curve is not simply due to toxicity. 

The discovery of SB 247464 demonstrates 
that a small, nonpeptidyl molecule is capable 
of inducing activities normally associated 
with a protein hormone, both in vitro and in 
vivo. Our findings indicate that a small mol- 
ecule can trigger the activation of a large 
(—120 kD) receptor protein that requires 
dimerization for activation, through a domain 
not involved in binding the natural ligand. 
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G-CSF, ng/ml SB 247464, uM 

Fig. 5. Granulocytic colony formation in response to SB 247464 in vitro. Bone marrow cells (100,000 
cells per 0.5 ml) obtained from female C57BI/6 mice were incubated with either G-CSF or SB 247464 
in McCoy's 5a media containing with FBS (15%) and 0.3% agar for 7 days at 37°C in a humidified 
incubator. Colonies of cells (>30 cells) were counted by microscopy. Data shown are the relative 
number of CFU-G colonies per 10 4 cells induced by each treatment. The relative number of colonies is 
the number of colonies in cultures of treated cells minus the number of colonies formed by control, 
untreated cells. Error bars indicate the standard error of the mean (SEM; n ~ 6). 
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Abbreviations 

CID chemical inducer of dimerization 

FKBP12 FK506-binding protein 1 2 
G-CSF granulocyte colony-stimulating factor 
POGF platelet-derived growth factor 
TCR T cell receptor 

Introduction 

Proximity effects are an essential part of cellular signal trans- 
duction [1,2]. Proteins regulated by inducible dimerization 
or co-localization are directly involved in critical processes 
such as cell proliferation, differentiation and apoptosis [3], 
In addition to transcription factors and cytoplasmic signaling 
proteins, a large class of proximity-regulated molecules 
includes the cell-surface receptors for hormones, cytokines 
and growth or differentiation factors [4]. In many cases, the 
natural ligands for these receptors are rotationally symmet- 
ric homodimers (see Figure la). A recent report in Science [5] 
reveals the discovery of a novel small molecule, SB247464, 
which acts as a molecular dimerizer, activating one such 
receptor by mimicking the action of the polypeptide hor- 
mone granulocyte colony-stimulating factor (G-CSF). This 
commentary aims to illustrate the importance of this finding 
to the design and discovery of dimerizer reagents, both from 
a historical perspective and with an eye toward the future. 

Bivalent antibodies 

The most well known dimerizer reagents arc the antibod- 
ies produced naturally by the immune system (Figure lb). 
The molecular genetics of immunoglobulin production 
require that mature, functional antibodies be bivalent in 
their antigen-binding properties [6]. Not surprisingly, 
immunologists performed some of the earliest experi- 
ments using dimerizers. Antibodies to T cell receptor 
(TCR) subunits and other surface antigens have long 
been used by researchers to mimic antigen presentation or 
other stimuli normally provided by another cell. For 
example, experiments with combinations of bivalent anti- 
bodies and monovalent antibody fragments were used to 
show that aggregation of the TCR complex on the surface 
of T lymphocytes is necessary and sufficient to stimulate 
the calcium flux required for T cell activation [7]. 

Studies using antibodies as receptor agonists have identi- 
fied proximity effects that, depending upon the cell type 



and circumstances, result in either induction or inhibition 
of cell proliferation, tn a prolactin-dependent cell line, anti- 
bodies to the prolactin receptor were sufficient to induce 
phosphorylation of a receptor-associated kinase, JAK2 
(Janus kinase 2), and to promote cell proliferation [8). 
Autocrine proliferation of a squamous cell carcinoma line 
was inhibited by antibodies to the epidermal growth factor 
receptor. This inhibition is a consequence of receptor 
dimerization and internalization, though it does not seem to 
require receptor phosphorylation [9]. Human erythroid cell 
precursors formed erythroid colonies in culture in response 
to antibodies to the erythropoietin receptor .[10]. In each of 
these cases, monovalent fragments derived from the anti- 
bodies failed to mediate similar effects. 

While these studies support dimerization as a mechanism for 
activating various growth and differentiation factor receptors, 
the utility of antibodies as molecular dimerizers is limited. 
The production of antibodies is relatively time-consuming, 
and the generation of highly specific antibodies that activate 
a particular receptor is by no means guaranteed. Furthermore, 
as both proteins and immunogens, antibodies are potentially 
less useful therapeutically than small organic molecules (the 
immune system is specifically geared to mount a response to 
protein antigens). This final limitation is similarly applicable 
to the use of protein fragments or peptides as receptor lig- 
ands, despite much promising work in this area [11]. 

Chemical inducers of dimerization 

Three small-molecule immunosuppressants, FK506, 
cyclosporin and rapamycin, represent another class of natu- 
rally occurring dimerizers (Figure lc). These compounds 
each mediate the association of a small protein, called an 
immunophilin, with a cellular regulatory protein. An inter- 
esting three-way relationship exists between these 
heterodimerizers. FK506 binds FK506-binding protein 12 
(FKBP12), and this complex subsequently binds the cellular 
phosphatase calcineurin, inhibiting its enzymatic activity. 
This inhibition abolishes the ability of calcineurin to pro- 
mote nuclear translocation of NFAT (nuclear factor of 
activated T cells) , a transcription factor required for lym- 
phocyte activation. Calcineurin phosphatase activity is also 
inhibited by cyclosporin, but only in complex with an inde- 
pendent immunophilin, cyclophilin [121. Like FK506, 
rapamycin mediates its immunosuppressive effects in com- 
plex with FKBP12, but in this case, the complex binds and 
inhibits the protein kinase FRAP (FKBP12-rapamycin-asso- 
ciated protein) [13]. 

Since the elucidation of their mechanisms, these chemical 
inducers of dimerization (CIDs) have provided valuable 
information about the signaling pathways in which both 
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Schematic representation of molecular dimerizers. Representations 
of various dirnerizer reagents discussed in the text are depicted. In 
each case, the dirnerizer is shown in lime-green, the extracellular 
domain of the receptor in blue, and the intracellular doma.n m red. 
Specific experimental readouts have been denoted to .HusUate how 
dimerization is detected, (a) G-CSF dimer binding to two G-C5F- 
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receptors, (b) Bivalent antibody binding to two prolactin receptors, 
(c) FKBP12-FK506 binding to catcineurin. FKBP12, dark-green; 
calcineurin, purple, (d) FK1012 binding two chimeric PDGF 
receptors; FKBP12, dark-green, (e) SB247464 binding two G-CSF 
receptors, (f) Combinatorial dirnerizer binding two target receptors. 



calcineurin and FRAP function. Each of these molecules has 
been subjected to chemical derivatization to investigate the 
structural basis of its binding interactions. From such 
research has emerged a collection of small molecules with 
reduced or absent immunosuppressive activity Mutagenesis 
strategies have proven successful in engineering the protein 
components of these complexes to restore binding to certain 
derivatized CIDs [14,15]. These so-called 'bump-hole sys- 
tems allow signal transduction to be studied without the 
complications associated with the inhibitory effects of the 
natural immunosuppressive complex. Natural and synthetic 
CIDs have been used to study transcriptional initiation and 
reinitiation, nuclear import and export, receptor dimenza- 
tion, and recruitment to the plasma membrane [3J. 

Symmetric dimerizers 

Among the CIDs employed to probe cellular proximity 
effects arc a variety of symmetric dimers of FK506, 
collectively called FK1012 [16,17]. Such molecules have been 



used to provide conditional control over TCR activation in a 
manner analogous to the use of bivalent antibodies to this 
receptor [18]. In addition, FK1012 has been used to study the 
activation of the platelet-derived growth factor (PDGF) 
receptor (Figure Id) (19]. HEK293 embryonic kio^ey^lls-- 
equipped with membrane-localized fusions^fFKBPlTto the 
cytoplasmic domain of the PDGF receptor were shown to 
undergo phosphorylation of the receptor chimeras, as well as 
activation of both mitogen-activated protein kinase and p70 
S6 kinase, in a dose-dependent response to FK1012. (These 
biochemical events are pan of the normal signaling pathway 
involved in PDGF activation.) In addition, FK1012 induced 
mesoderm formation in Xenopus embryo explants harboring 
this chemical-conditional allele of the PDGF receptor. 

In the report by Tian etal [5], SB247464 is first shown to 
activate luciferase reporter gene activity under the control 
of a G-CSF-rcsponsivc promoter (Figure 1c). The ampli- 
tude of such activation is about half that for G-CSF, and 
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the effective concentration required for half-maximal acti- 
vation is several orders of magnitude higher. The internal 
symmetry of SB247464 and the biphasic nature of us 
dose-response in the luciferasc assay, however, suggest a 
mechanism involving receptor dimerization. Furthermore, 
ectopic expression of the G-CSF receptor confers 
SB247464 sensitivity to an otherwise insensitive cell line. 
Experiments using chimeric human and murine C-Cbf 
receptors demonstrate both that SB247464 is specific for 
the murine receptor and that ligand binding occurs extra- 
cellularly in a domain distinct from that for O-Cbf 
binding. Finally. SB247464. like G-CSF itself, is capable 
of inducing granulocytic colonies in cell culture and of 
stimulating a fourfold increase in peripheral blood neu- 
trophil counts in mice. 

Tian Mai. [51 demonstrated the same fundamental princi- 
ple as the studv of PDGF receptor signaling using FK10U. 
Dimerization. 'even induced artificially, is sufficient to 
mediate the activation of some cell surface receptors In 
both cases, sufficient mimicry of the natural cytokine by a 
CID was observed to warrant use of the dimerizer to probe 
further the pathway in question. The underlying signifi- 
cance of the G-CSF study resides in the fact that SB2474W 
is a serendipitous dimerizer. The investigators developed a 
method to assay any small molecule for agonists of the 
G-CSF pathway. The satisfying outcome ot the work of 
these authors [5] is that a screen of many compounds, with 
no bias toward symmetric molecules, identified a rotation- 
allv symmetric small molecule whose target is a member of 
a d'imerizer-induciblc superfamily of proteins. Such a result 
validates previous work in deliberate dimerizer design. 

Combinatorial dimerizers 

One of the kev advantages that a molecule such as 
SB247464 has over one such as FK1012 is that SB247464 
does not require genetically engineered alleles of the recep- 
tor in order to produce a biological response. This 
requirement represents one limitation in the design of 
dimerizers based upon immunosuppressant-immunophilin 
interactions. While genetically engineered proteins allow 
tissue specificity to be addressed more directly, not all 
fusion proteins involving immunophilins will fold or func- 
tion properly, nor will all active fusion proteins d.menzed in 
this wav lead to physiologically meaningful mtcractions. 
The fact that SB247464 apparently acts via receptor dimer- 
ization suggests the synthetic attainability of a wide range of 
receptor dimerizers. What is needed is a mechanism for the 
design and discovery of other such molecules, including the 
means to screen such molecules in functional cellular assays. 

Recent efforts both in the generation of recombinant pep- 
tide libraries and in the synthesis of combinatorial libraries 
of natural product-like molecules suggest an avenue for the 
production of dimerizer libraries (Figure 10 [11.20,21]. In 
such a system, a rotationaUy symmetric template might be 
attached to the solid phase, then subjected to multiple 
rounds of chemical transformation using panels of building 



blocks, each round preceded by a pool-split step to ensure 
the maximum diversity of products (22.23]. The resulting 
molecules would each be bivalent, since attachment to the 
solid phase would result in exposure of symmetric moieties 
to the same set of reagents in each round [24|. By generat- 
ing a large number of molecules in this way, we improve our 
chances of finding specific agonists for cell surface receptors. 

A complementary problem to dimerizer ligand design is 
the development of assay methods to screen extremely 
large libraries of synthetic compounds with high effi- 
ciency and throughput [25-28]. In the case of the 
SB247464 report [5], the assay was developed using a 
reporter gene driven by a promoter known to be respon- 
sive to the growth factor of interest. In principle, this 
provides a good way to identify activators of a particular 
pathway, but optimally requires the unlikely one-to-one 
correspondence between promoter and pathway. One 
hopeful note regarding assay development for receptor 
agonists is the idea that full receptor occupancy is 
unlikely to be required in order to achieve a detectable 
signal. In other words, many readouts (such as reporter 
gene activation) probably require only a small fraction of 
a receptor population to be dimerized due to signal 
amplication by the cell. Nevertheless, many receptors 
and their dimcrization-inducible processes remain poor- 
Iv characterized, suggesting the need for more general 
screens that do not require advance knowledge of the 
details of a particular pathway. 

Conclusions 

Beginning with the historical efforts in immunology to 
cross-link cell surface receptors as a means of studying 
lymphocyte activation, dimerizer research has grown to 
encompass a diverse set of tools for inducing proximity 
between proteins. Natural growth factors have been win- 
nowed or emulated in the search for peptides with 
dimerizer properties, though the caveats associated with 
such immunogenic molecules remain a concern. Inspired 
bv the natural immunosuppressant hctcrodimeri/.ers. 
both nonimmunosuppressive derivatives, as well as syn- 
thetic homodimerizers. have been designed. While these 
molecules have shed light on several biological process- 
es in cell culture, their ultimate utility in animals is 
limited by the need to engineer proteins for responsive- 
ness to these ligands. 

The discovery of SB247464 heralds yet another phase in 
dimerizer design, providing for the first time conclusive 
evidence that a small nonpeptidyl ligand. prepared by- 
organic synthesis, can mimic the effects of a natural growth 
factor. In the future, screens for such agonists will involve 
probes for more general readouts of receptor activation, 
such as differences in post-translational modification, read- 
ily detectable morphological changes, or effects on 
proliferation or survival. Assay methods based on immun- 
odetection may return us to the roots of research involving 
dimerizer reagents. This time, however, we are armed with 
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the results of manv valuable studies that have laid the 
groundwork for preparing a new set of molecular tools. 
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